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OBSERVATIONS ON THE EFFECT OF ENVIRONMENTAL 
CONDITIONS ON THE STRUCTURE OF THE LATERAL 
ROOTS IN SUGAR BEET 1 

By Ernst Artkchwager 

Pathologist, Division of Sugar Plant Investigations, Bureau of Plant Industry , 
United States Department of Agriculture 


INTRODUCTION 

Plants of sugar boot {Beta vulgaris L.) at State College, N. Mex., 
which wore being grown for seed production by the overwintering-in- 
tho-field method in the fall of 1935 and spring of 1930, afforded an 
opportunity for the study of growth and development under a variety 
of conditions. In the experimental plantings - the influence of pre¬ 
vious cropping practices upon seed yields was being determined by a 
series of replicated plots. In this series of plots during the spring 
and summer of 1935 such crops as cantaloups {Cucumis melt) L.), 
cowpeas (Vigna sinensis (Torner) Savi), Sesbania spp., corn (Zea 
mags L.), and Sudan grass ( Sorghum ruJgare var. sudanense (Piper) 
IJitehc.) had been grown, and the effects of these crops on the sub¬ 
sequent sugar-beet seed crop, in contrast to fallowing the soil, were 
under test. In the fall of 1935 noticeable differences in the top growth 
and apparent Mgor of the sugar-beet plants were evident, the fallow 
plots showing greatest growthj the preceding crops in their effects 
could be ranked in the o 
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in 1939. However, aboi 
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in the fall, such as thosi.previously cropped to corn, could hardly be 
distinguished from the better looking plots of the series. 

The variations in soil type, field contour, insect infestation, and 
previous handling made it possible to secure from the experimental 
plots a number of collections of sugar-beet roots representing a range 
of exposures to diverse environmental conditions. Attempt was 
made by study of lateral root structure to link the deviations from 
normal development with the environmental conditions which ob¬ 
tained in the soil surrounding the roots selected. The study was lim¬ 
ited to the lateral root structures and is presented as a preliminary ap¬ 
proach in a field of research about which there exists little information. 


MATERIAL AND METHODS 

The material for study was obtained from the ov erwintered sugar- 
beet plants, after active growth had been resumed in the spring. The 

1 Received foi publication Oct 29, 193t>. issued August 1937. 
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sugar-beet seed 1 in<I been planted in early September; development of 
the seedlings was rapid during the fall and early winter. Growth 
continued even during the brief winter months and was actively re¬ 
sumed early in March. The plants to be examined were dug with a 
large clump of the adobe soil adhering and taken to the laboratory. 
The plants with the adhering soil were soaked in a large tub filled 
with water. The. loosened soil was then carefully removed, alter 
which each taproot with the laterals was placed in a shallow' dish ol 
water. The rootlets were cut oil* close to the taproot and tied together 
in bundles of about 100 each. The bundles were then cut to a length 
of three-quarters of an inch, fixed, embedded, and cut as single units. 
This arrangement made possible the handling of a large number ol 
rootlets and facilitated comparati\e study under the microscope. In 
one or two cases where the stand was sparse* only two taproots were 
used as a source of lateral rootlets, but in most cast's fixe or six tap¬ 
roots furnished the lateral rootlets used in this study. The material 
xxas fixed in Karpechenko solution and stained xvith Delafield haema- 
toxylin 

DISTRIBUTION, ORIGIN, AND STRUCTURE OF LATERAL ROOTLETS 

The lateral rootlets of the sugar beet are filiform and generally art* 
spread horizontally, remaining confined mostly to the topsoil to the 
depth of a deep furrow. According to Andrew’s, 3 the lateral roots 
permeate, every cubic centimeter of topsoil to a depth of S to 1 1 
inches and extend laterally 2 Feet or more. The adobe nature of the 
soil made it difficult to trace the individual rootlets for more than lf> 
inches, but the observations by Andrews cited above and those of 
European investigators 4 show conclusively that the horizontal spread 
of the laterals extends some distance beyond the coniines of the 
mdixidual roxvs 

The lateral roots are w hitish and, for any given taproot, of approx¬ 
imately equal diameter, saxe for a few scattered individuals. They 
occur in tw r o more or less distinct rows along the flattened ,-dde of the 
taproot. As is usual for lateral rootlets, those of the beet have their 
origin in the pericycle (pi. 1, A): but, as the taproot increases in 
thickness, laterals that are later formed arise from the. more peripheral 
rings of growth. The rootlets are covered for a considerable distance 
with rather long root hairs that remain alive for a long time 

The anatomical structure of a lateral rootled, is simple; each rootlet 
consists of a broad though fexx-celled cortex surrounding a miniature 
stele with the usual type of tissue arrangement (fig. 1 j. This struct ure 
differs from that of the taproot in its protoxylem plate, in the absence 
of secondary growth, and in the lack of periderm. 

CENTRAL CYLINDER WITH ITS KNDODERMIS 

The central cylinder is made up of the protoxylem plate with alter¬ 
nating phloem groups, n single-layered pericyele, and a band of 
parenchyma between xylem and pliloem, in which a few’ tangential 
divisions, the initials of a rudimentary cambium, are discernible. 
Similar tangential divisions may be observed in the pericyele, and 

4 ANDREWS, I H THE REI ATION OF THE SUHAR BEET ROOT SVS1 EM TO INCREASED YIEJ.D Through 
the Leuves 15: 17-20, lllus 1927. 

4 Vries, H de reitka».e stun rpeciellkn physiolome landywktmthaftmcher ci’i.turpfi anzln 
Landw. Jahrb. 8: [417]-49S, lllir*. 1879 




A, ('loss section of lutotal 1 outlet with einerumtr torlmrx root The thickened endodermul cell- form an 
unbroken semicircle it, Thick-walled endmlciinal cells of tertiar> root continuous with those of parent 
root w Inch has a broken t\i*e of endodermis Both 4 i0 









1, Tiansverse section of lateral rootlet with unbroken type of endodcrniis H , Imbroken thick-walled 
einJodernus two cells wide m places (\ !*art.ially broken type of thick-walled endoderrnls. 1). Broken 
type of thick-walled ondodernus Note that the tlun-walled cells lie opposite the protoxjlem points. 
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although a complete phellogen may occasionally be formed, a periderm 
is never dev eloped. 

The protoxylem plate of the taproot is diarch. In the lateral root¬ 
lets such plates are not uncommon, blit the bulk of the laterals is 
triarch, and in larger rootlets, though not limited to them, tetrarch 
plates are often found. The protoxylem of the plates of older rootlets 



I'MiMth 1 -( >rcliojt of lateral rootlet of su^ar beet *n, K.ndodmui'. i*ompoM*d <»( ihuk md ihm- 
wailed cells />, j»eiu*ycle (some of the <vlh have divided t<tntreiitijill> to form a paitiil phellojten), pit, 
phloem, pi, protow ltun, c, cambium, tort, oorte> * 310 


is augme ited by metaxylem (dements that sometimes give the central 
part of *.io rootlet the appearance of a solid xylem coir. 

Tin 1 ! ldodermis is composed of a single layer of axially elongated 
cells w ich form a complete jacket around the central stele. The 
cells have the characteristic Casparian strips and in addition develop 
secondary thickenings which are of cellulose and stain intensely with 
Delafield haematoxylin. These secondary thickenings may be 
present in all endodermal cells (pi. 2, .4), or they may be absent from 
certain sectors (ph 2, C y D ); sometimes they are altogether wanting. 
Differences in the patterns formed by the thickened cells residt in 
three types of endodermis, as follows: (1) The “unbroken” type, 
designated in the tables as a, where the thickened cells form axially 
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uninterrupted rows; (2) the “slightly broken” type, designated as 0, 
where there is an occasional interpolation of an unthickened member; 
and (3) the “broken” type, designated as 7, where there is a substi¬ 
tution of additional tliin-walled cells. In the latter type the thin- 
walled cells usually lie opposite the protoxylem points (fig. 1 and pi. 
2, D), but this relation does not always hold true. In the broken 
type of endodermis there is often a great difference in the sizes of the 
endodermal cells (pi. 2, 77), a difference that is the more striking the 
greater the number of thin-walled cells. The ring of thickened 
endodermal cells is sometimes augmented by the development of 
secondary thickenings in adjacent cortical cells (pi. 2, B). At times 
secondary thickenings may even be found in certain pericyclic cells. 
Where branch roots depart from a lateral, a continuity of the thickened 
endodermal cells of the parent and branch roof is usually maintained 
(pl. 1, B ). 

EFFECT OF ENVIRONMENT ON LATERAL ROOT SYSTEM 

The influence of the preceding crop in the rotation on the lateral 
root system of the sugar beet was studied on material from plots that 
had previously been planted to corn, Sudan grass, Sesbaoia , or cowpea, 
or that had been left fallow. For data on the influence of unfavorable 
environment, plants were selected from waterlogged spots, poor sandy 
corners, and from areas in the plots in which the plants showed heavy 
infestation with plant lice on the young leaves. Most of the plants 
where growth conditions were unfavorable showed a yellowish dis¬ 
colored foliage and poor top growth. Samples were taken in March 
after resumption of active vegetative growth and again just before 
bolting. 

Macroscopically, the root systems of the beets from the different 
plots were much alike, save for individual variation. When top 
growth was compared, one was struck by the fact that the plants 
from the rather poor-looking plots, such as those previously cropped 
to corn, had a root system equal and at times superior to those from 
the vigorous cowpea or fallow^ plots. Since the beets from the corn 
plot at time of bolting equaled those from the other field plots in 
vigor, it became quite evident that the well-developed root system 
of the beets from the corn plot w T as in a large measure responsible for 
their rapid subsequent development, notwithstanding their poor top 
grow r th showing during fall and early spring. 

However, the factors that influenced grass top and root develop¬ 
ment had no appreciable effect on the inner root structure, as may be 
seen from a study of table 1. Taking as a criterion the large healthy 
plant with big taproot, no. 4 of table 1, the diameter of the laterals 
averaged a little more than 300/*, while the ratio of diameter of 
rootlet to diameter of the stele inclusive of the endodermis wuis 
approximately 2.51:1. The rootlets from the plot in which corn 
preceded sugar beets had a slightly larger stele, and the ratio of 
diameter of rootlet to diameter of stele w T as 2.70:1. This w r as a 
somewhat lower ratio than that observed in the rootlets from the 
cowpea or fallow plots. 

The rootlets from plants growing under unfavorable environmental 
conditions gave less uniform data. However, the differences in 
structure were only quantitative in character, since pathological 
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disturbances, so often associated with abnormal environment, had no 
influence on the general make-up of the roots. 

The majority of the rootlets, from whatever source, had three 
protoxylem points. Roots wfith predominantly diarch plates w r ere 
observed on only one occasion (table 1, item 5). They came from a 
rather unfavorable location and often exhibited pathological dis¬ 
turbances in the phloem and adjacent tissues. The ratio of diameter 
of total root to diameter of stele, however, was approximately the 
same as that of roots from a normal environment. 


Table 1 . Measurements and microscopic data on the lateral roots of sugar-beet 

plants. Summary of data 
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The three types of emlodermis, as illustrated in plate 2, A, (\ and />, 
and referred to in table 1 as endodermis patterns a, fi, y, were found in 
all root material, regardless of its source. Random observations on 
cross sections showed a prevalence of one or the other type, but this 
was seldom sufficiently definite to be significant. Roots from an 
apparently normal em iron men t (from corn, cow pea, and fallow plots) 
showed the closed and broken types in fairly equal proportions, while 
the roots from plants growing in an unfavorable environment showed 
a preponderance of the broken type (table 1). An exception again is 
found in the roots from a plot previously noted as having mostly diarch 
protoxylem plates (table 1, item 5), in which the vascular cylinder was 
almost alwavs jacketed with an endodermis of unbroken thick-walled 
cells. 

PATHOLOGICAL DISTURBANCES 

It would be strange, indeed, if among the large number of rootlets 
belonging to a plant only normal individuals should be found; and it 
is noteworthy that in the case of the lateral rootlets of sugar beets 
growing in what should be considered a normal environment the per¬ 
centage of diseased individuals is so small. If diseased rootlets are 
present at all, the type of injury is usually slight and often mechanical 
in nature, being limited to a destruction of small sectors of coi tex and 
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rarely reaching the vascular tissue. At times, the entire cortex is 
more or less collapsed while the vascular tissue is still normal and 
capable of conducting water and nutrients. True pathological dis¬ 
turbances in the vascular tissue are sometimes found in the protoxylem 
cells; these are seen filled with a gummy deposit, or may even contain 
micro-organisms. 

In plants grown under seemingly disadvantageous conditions, espe¬ 
cially when temporarily subjected to high water during the winter 
months, the number of diseased rootlets may be quite large and the 
pathological picture fundamental and severe. Diseased xylem cells 
become quite common and are often accompanied by pathological 
changes in the water-conducting cells or even by a diseased condition 
of (he phloem (pi. 3, A). Phloem necrosis in its inception is limited to 
a few’ pericvclic cells, those (dements that were shown to be so sus¬ 
ceptible to virus invasion.'' 

The diseased pericvclic cells are usually few' and do not hypertrophy 
like those affected by the curly top virus. At times they separate and 
a. red gummy deposit is fount! lodged in the intercellular space formed 
between the cells of the endodermis and those of the pericycle. 
Usually, however, necrosis spreads from the pericycle to the phloem 
and the adjoining parenchyma cells, involving all phloem groups or 
being limited to one or two, depending on whether the root in question 
is diarch or has a larger number of protoxylem points. The necrotic* 
lesions somewhat resemble those associated with the curly top diseases 
but, fundamentally, they rather belong to the type found in potato 
plants affected with the leaf roll disease/ 1 

Necrosis in some of the rootlets has a stimulating effect on tin* 
phellogen of the stil 1 healthy sectors, causing the production of a partial 
multilayered periderm (pi. !*, 7>). A similar eflect may also be noted 
on the normal cambium below" the diseased phloem. 

SUMMARY 

Under normal conditions, the lateral rootlets of the sugar beet 
develop no secondary tissues and the protoxylem plates are predomi¬ 
nantly triarch. The cells of the endodermis often develop secondary 
thickenings, forming an entire or partly broken thick-walled jacket 
around the vascular cylinder. If the thin-wallcd cells are few' in 
number, they may well be likened to transfusion cells which are so 
common in a thick-w alled endodermis. 

The preceding crop in the rotation, while inhibiting early top 
growth in some plots (noticeably in beets after corn), apparently 
(lid not affect root development; e. g., the sugar beets from the 
“after-corn” plot, characterized by less top growth, showed a root 
system equal to that of the luxurious “aftor-cowpea” plot. No 
significant structural differences were noted in any of the material 
coming from an apparently normal environment; but distinct path¬ 
ological changes, especially in the nature of phloem necrosis, were 
observed in plants grown under disadvantageous soil conditions. 

5 ARTSCHWAGER, E . Mild STAKRKTT, R <5. HISTOLOGICAL AND CVTOLOGICAL CHANGES IN MEETS AFFECTED 
WITH CURLY TOP Jour Apr. Research 53 637-657, illus 1936. 

• Arthchwager, E. ocn RRKNCK and significance of phloem NECROSIS IN THE IRISH POTATO. Jour 
Agr. Research 24: 237-215, illus. 1923 



1, Diseased lateral rootlet shoeing deposit in proto\>lem cell and phloem necrosis. There is much 
\anatiou in the size of the erulodermal cells, most of which are thm-walled. li t Transverse section of 
diseased lateral rootlet The rootlet is triarch with two of the phloem groups necrotic, above the third 
phloem group is a well-developed several-lajered periderm. Both \ 750. 



EFFECT OF THE DWARF DISEASE ON THE ALFALFA 

PLANT 1 

By J. L. Weimer 

Senior pathologist, Division of Forage Crops and Diseases, Bureau of Plant Industry , 
Imtcd States Department of Agriculture 

INTRODUCTION 

In previous papers (o, 6', 7)“ the writer 1ms discussed the nature of 
the dwarf disease of alfalfa. (Med lea go satira L.) and the effect of 
certain environmental factors on its spread and development. That 
the disease causes a considerable disturbance in the normal histology 
and physiology of the alfalfa plant is indicated by the dwarfing of the 
tops and tin* extensive discoloration in the roots. The results of 
certain histological and physiological studies made to obtain a better 
understanding of the nature of the etfect of dwarf on the alfalfa plant 
form the basis of this paper. 

HISTOLOGICAL METHODS 

For the most part, fresh material was used, although many roots and 
stems were fixed in formal-acetic alcohol, embedded in paraffin, sec¬ 
tioned, and stained. Some material was stored in fixative and sec¬ 
tioned with the sliding microtome without being embedded in paraffin. 

The varieties studied were Hairy Peruvian and Chilean, and the 
plants were collected in the field at different times of the year. 

Various stains were used, but Ilcidcnluiin’s iron-alum haematoxylin 
and carbolfuchsin were tin* most helpful. Certain points, such as the 
yellowing of the \essels, could be studied best without staining. 

THE DISEASE IN THE ROOT 

When the bark is remo\ed from diseased taproots in the winter and 
spring the yellow color observed during the growing season io) usually 
is found to be more or less overgrown with a thin layer of new' white 
wood (fig. 1). With the advent of cool weather in the autumn the 
disease* becomes less active and gum ' formation ceases, so that by lute 
spring a. layer of white wood 1 nun or more in thickness is present 
between the cambium and the yellow wood produced during the pre¬ 
vious summer. The thickness of this new' layer varies greatly in 
different roots and in different parts of the same root. A relatively 
thick layer of new wood may form on one side of the root, where the 
disease has not made such inroads, and little or none on the other 
side. A macroscopically perceptible layer of new w ood may be present 
as early as December. The disease becomes active again the next 

1 Kecenwl for publication Oct 3, 1930, issued August 1<»37 Cooperatee tn\estimations of the illusion of 
Komgo Crops un<l limeades, Hurcau of Plant lndustrx. I S Oepartmenl of Vgi (culture, and the illusion 
of Agronomy. California Agricultural Fxperiment Station 

♦ Kefercnoe is made l>> numbei malic) to Literature Cited, p 104 

1 The term “gum” is used to designate the material plugging the vessels, log.udless of ns chemical com¬ 
position 

Journal of Agricultural Research. y«i r»5, no ” 
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spring and by midsummer lias involved much of the new wood, and 
the plant slowly succumbs. 

A microscopical study of cross sections of diseased roots shows 
clearly the parts affected. Little or no evidence of trouble of any 
kind appears in the bark, cambium, wood rays, or libers of affected 
plants until the late stages of the disease, when there is usually some 
yellowing caused by a soluble stain. The parenchymatous cells con¬ 
tiguous to or near plugged vessels are sometimes affected, as is shown 
by the yellow color in their walls and their staining reaction. Some¬ 
times there is a small amount of plasmolysis in these cells also. How- 



Fi<*rRE 1 Cro^s and longitudinal sect urns of three alfalfa roots affected with dwarf The dark-colored 
streaks are regions where the vessels are plugged with gum These roots show the earl.v spring condition, 
when the discolored areas are covered b> a layer of new growth In cross section .1 the affected tissues 
form a complete dark colored ring about 1 mm lament h the cambium. Cross section H shows a much 
wider band of diseased cells on the right and upper sides than elsewhere, and cross section C shows onl\ 
a very small discolored region in the upper left-hand part Compare with figure ;t, which shows not onl> 
the unaffected region of winter growdh covering the affected ducts beneath but also the layer of plugged 
cells nearer the cambium, develojred during the current season About milural size. 


ever, in many cases, at least in the earlier stages of the disease, the 
parenchyma cells stain and appear quite normal. No X-bodies have 
ever been seen; the visible evidence of the disease is restricted for the 
most part to the vessels of the xylem. 

Not all of the xylem is affected. The plugging at first may he 
limited to one or a few ducts in one or more bundles. Even in fairly 
advanced stages of disease certain bundles may be entirely unaffected 
while others are badly plugged (fig. 2). In fact, usually only a com- 
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paratively small proportion of the total number of ducts of a bundle 
are involved (figs. 2 and 3). The affected region in roots in which 
the disease is most active, as indicated by the formation of gum, lies 
just within the cambium; that is, in the part of the xy Jem that is function¬ 
ing most actively in transporting water and nutrients, in advanced 
stages of the disease so many of the ducts in this region may be plugged 
that water cannot reach the tops in sufficient quantity to prevent wilt- 



Fu.i «* 2 Cross .section of alfalfa root haung medium stage of dwarf. One bundle <m lias no plugged 
\essels, while the adjacent bundle on the left has <e\eral and the one on the right has two \lthough 
unaffected bundles are often found, more frequent 1> some ducts in all the bundles are mote or less 
plugged, espeeiall> in the later stages of the disease. The affected region is several cells back fiom the 
cambium, a condition commonly soon during the winter and spring months. X 35 

ing during the middle of the day in bright weather even when the soil 
moisture is very high. 

The youngest vessels next to the cambium may be plugged but 
usually they are not except in the late stages of the disease. The 
plugging is most commonly in the second and third layer of ducts from 
the cambium. The width of the affected region increases as the 
disease develops. In the later stages the affected area usually occupies 
a zone not more than 2 or 3 nun in width, or, roughly, the outer third 
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of the distance from the center of the root to the cambium (fig. 3). 
Not much consistency is shown in the way the ducts are plugged. 
Sometimes the larger, sometimes the smaller, and sometimes all the 
duets are involved. A single plugged duct or a group may be sur¬ 
rounded by ducts that apparently are unaffected. Likewise, one 
bundle may have a number of plugged ducts while an adjacent one 



Fir* TOE 3- Ojofch section of clfulfii root liming late stage of dwarf. Thiec dutiful band'' can be disim 
guished m tlio outer half of the wood, two in which the vessels arc plugged with guru, separated 1» a third 
which is almost onatlected The hand ne\t to the cambium, winch is the current season's growth, con¬ 
tains 11 large percentage of plugged ducts beneath thisla.vei is the wild pi giowth. in w Inch the du< ts are 
largelv free of guru, although all or nearly all of the ducts in some bundles appear to be plugged. The 
previous season’s growth, just beneath, also is badly a fleeted. X 3, r ». 

has only a few or none c,l all (fig. 2). Many ducts lying end to end 
may be plugged, forming long strands of apparently continuous gum. 
The gum often shrinks and pulls away from the walls. Tyloses are 
sometimes present in the ducts. 

THE DISEASE IN THE STEMS 

It was pointed out in a previous paper (ft) that the tops of affected 
plants show a gradual dwarfing which continues until the plant dies, 
it might be expected that the yellowing and plugging of the vascular 
system of the diseased roots would extend into the stems, but a study 
of many sections of stems has shown little if any stain and only a 
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small amount of plugging. Such little plugging as there is in the 
vessels of the green stems is found chiefly in the late stages and then 
only for a distance of an inch or two above the crown (fig. 4). The 
vessels of the stem that are plugged are usually though not always 
near the pith. The lack of extensive plugging in the stem tissue may 
he due, at least in part, to the fact that the disease progresses very 






I n.i Hh 1 ( io’-s M'dum d! a {tuition of an alfalfa stt*m allfrtial with dwarf. S<>\oial plmrufd ducts rirr 

idonl, hut plmtiunK ot I 1m* m thn stems is not oxtriisiw. < h»lv the whan is clearh .show n 'J la 

pith is at iho lower part ot the pn turc y no 

slowly and that the. stems art 4 cut frequently (once e\ery 28 to 84 
days) during the growing season, when the disease is most active. 

CHARACTER OF THE GUM 

The gum may he homogeneous in character (figs. T> and (>); it may 
have what appears to he a llocculent or granular precipitate; or it may 
contain numerous coccuslike or rod-shaped bacterialike bodies (fig. 7). 
The homogeneous and granular gum is comparable to that formed in 
many other plants. The bacterialike bodies are not present in the 
duets of all affected plants; in fact, they have not been found at all in 
about 2 f> percent of the plants examined. Nevertheless they con¬ 
stitute one of the most reliable microscopical diagnostic, characters of 
the disease. 

From the beginning of these investigations the question whether 
or not these bodies are bacteria has presented itself. All efforts to 
prove by cultural methods that they are living entities have failed (7). 
Some bacteriologists and pathologists who have examined tho material 
have unhesitatingly pronounced these bodies bacteria; others equally 
competent to judge have said that they were not bacteria. These 
bodies are limited to the ducts of the xylem. Pathogenic bacteria 
usually, if not always, sooner or later pass out of the vessels into the 
intercellular spaces of the parenchyma. The bodies in question are 






92 


Journal oj Agricultural Research 


Vol. 55, no 2 


embedded in a gum which holds them in clumps and keeps them 
from undergoing Brownian movement. When this gum is dissolved 
away by 50-percent chromic acid the bodies float free, showing that 
they are individuals and have a solubility slightly different from that 
of the gum. At times they appear yellow like the gum in which they 
are embedded. 

The outer portion of these bacterialike bodies differs from the 
interior as seen both in stained and unstained preparations. The 
outer portion takes the stain while the inner remains largely or entirely 
unstained. This has been interpreted by some authorities as indicat- 



.Fk.ure 5 Cross section of alfalfa loot affected with dwarf snow ing group of plugged vessels m whu li some 
of the walls have been so changed or impregnated with gum that the> have practically lost their identitv 
Adjacent wood parenchyma cells lmv e been affected to a limited extent X 190 

ing the presence of a spore (figs. 7 and 8). In certain stages this 
outer portion takes a red color when treated with phloroglucin and 
hydrochloric acid, just as does the gum, indicating its similarity to 
wound gum. Neither these bodies nor the gum takes on this color 
in the early hyaline stage. So far as ascertained, no bacteria give 
this reaction for wound gum. Of course, it is possible that the outer 
portion of these bodies is impregnated with gum and so gives the 
characteristic gum reaction to the phloroglucin-hydrochlorie acid 
treatment. These bodies are gram-negative and do not take many 
of the stains that most bacteria do, but rather stain like the gum 
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near or surrounding them. This fact suggests that these bodies are 
of a material similar to gum but that they differ from it slightly, at 
least in their solubility in chromic acid. 

In the early stage these bodies are embedded in a hyaline material 
more or less creamy or semifluid in consistency. This was determined 
by stirring the material in a single duct under the microscope by means 
of a capillary glass needle manipulated by an apparatus similar to 
that described by Roberts (4). This material very soon hardens so 
that it can be moved about in a cell as a unit and the needle cannot 
penetrate it. Later the contents of the vessel turn yellow and give 
the wound-gum reaction as previously described. In the semifluid 



Figure <>. Cross section of alfalfa loot alTectttd with dwarf, showing some duets completely filled and 
otheis only pnrth filled with gum Tor the most part the surrounding cells show* no signs of disease, 
alt hough t here i^ a fairly proruse gumming just Mow t he center one of the three largo \ essels The upj>or 
parts of the walls of those three cells appear to be unalTected even though considerable gum has been 
formed low or down. X 370 

state the contents of the ducts arc more or less readily washed away 
in the staining process. A few of the bodies were sometimes found 
isolated, lying along the wall of the duct and apparently free of gum. 
These often gave the red color when treated with pliforogluein and 
hydrochloric acid, which suggests that this reaction is due to the 
nature of the bodies themselves and not to the gum in which they are 
embedded. These bodies give a negative reaction for tannins, efiitin, 
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protein, and fats and do not react to polarized light as crystals do. 
Knowledge of their exact chemical nature will have to await further 
study. 

ORIGIN OK THK GUM 

To determine with certainty the source of the gum plugging the 
vessels of alfalfa plants atlected with dwarf is diilicult. In the early 
stages of the disease certain portions of the walls become impregnated 
with gum, which eventually collects along their inner margins (figs. 
\) and 10). Later the ducts may be partly or completely filled with 



Fk.ukjs. 9 Tangential longitudinal soelum of alfalfa mot .showing two vessels each with small amouiiLs of 
gum projta ting into the lumen from the walls In some eases the gum has taken l he form of globules and 
in others it ha:-, formed a thin layer covering several pits Note that the gum is absent from or at least 
is not apparent in the paienchvma beneath the uppei vessel. X 2(>0. 

gum (figs. L\ f,, and (>). The most probable explanation of the 
origin of this gum is that it is formed in the adjacent parenchyma 
cells and is forced through the pits into the ducts. There is some¬ 
times evidence of a slight change in the affected \essel wall or in the 
region of the middle lamellae, but this is so restricted that it hardly 
seems probable that it serves as a source of much if any of the gum. 
The walls are never completely disintegrated and gum pockets are 
never formed as happens in many diseased plants. It seems more 
probable that sugars, starches or other carbohydrates in solution in 
the coll sap in the adjacent parenchyma cells are the vsource of the gum. 
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Tk.urk 10 \nolhor vessel, from tho same slide as the vessels in figure 9, showing a long sheet of gum 
along the wall The gum m the earl> stage is sciiuUukI so that in most cases it spreads out in a thin la\ er 
along the wall. X 300 


WATER CONTENT OF DISEASED PLANTS 

The comparative amount of water in diseased and healthy alfalfa 
plants was determined in an experiment set up on August 20, 1931. 
From a field of Chilean alfalfa in its fourth year, diseased and healthy 
plants having about half of their blossoms open were selected. The 
plants all came from the same place in the field, and therefore should 
have been comparable in every way except for the presence of the 
disease in some of them. Five plants in a fairly late stage of the 
disease and five healthy plants were dug, wrapped well in newspaper 
to prevent the loss of water, and brought to the laboratory. After the 
adhering soil had been removed from the roots with a brush and cloth 
without wetting, composite samples were made of the healthy tops, 
diseased tops, healthy roots, and diseased roots. The roots and tops 
were cut into small pieces, placed in tared weighing bottles, weighed, 
dried to constant weight at 100° (\, and reweighed. The field had 
been irrigated 2 days before the plants were dug, and the soil was still 
quite moist. A second experiment, conducted on August 2f>, 1931, was 
an exact duplicate of the first except that the tops had been cut in the 
meantime and the stems were only 3 to 4 inches tall and consequently 
were young and succulent. The soil was damp, as the field had been 
irrigated the preceding day. Only the new stems and leaves and about 
a foot of the taproots w r ero used. This w as true for both experiments. 

On September 1, 1931, six diseased plants and six healthy plants 
from the same field were treated in the same manner as in the two 
preceding experiments except that the plants were held with their 
taproot's in waiter for 24 hours before being prepared for the dry- 
weiglit determinations. The tops were turgid at all times. Jn this 
experiment the yellow^ crown tissue was placed with the roots, and all 
green tissuo w r as included with the tops. The affected plants woro in 
various stages of disease, but in all cases the disease had advanced 
sufficiently to cause more or less dwarfing of the tops. The healthy 
tops were about 1 foot to 15 inches tall. This experiment w r as dupli¬ 
cated on September 10 and again on September 16, 1931. Of course, 
the stage of top growtli w r as not the same in any of these tests. On 
September 1 the tops were perhaps not more than half grown, while 


July IS, 1M7 


Effect oj Dwarf Distraw on Alfalfa Plant 


97 


on September 10 they wore in what is usually classed as the bud 
stage, although there was an occasional partly open blossom. 

The percentage of water in the roots and tops in these experiments 
is given in table 1. These data show that on each date the water 
content of the healthy tops was slightly higher than that of the dis¬ 
eased tops, while the reverse was true for the roots. The greatest 
difference between the moisture content of the diseased and healthy 
tops was on August. 2o, when the top growth was young and succulent. 
The greatest difference* between the water content of the diseased and 
healthy roots was in the August collections. No explanation for 
this can be* offered, unless it is the fae*t that the roots of the September 
samples stood in water before they were* prepareel for eIrving. The 
difference* between the average* percentage of water in the diseased and 
healthy tops and roots for all experiments is quite small anel probably 
is not significant. Nevertheless, the te>ps of the healthy plants were 
consielerubly larger than those of the elisease*d, and it may be that the 
larger tops withdrew slightly more water from the roots during the 
period which of necessity elapsed between the removal of the plants 
from the soil or water and the determination of the wet weight. Per¬ 
haps the slightly lower water content of the diseased tops was due to 
a partial water deficit That such a deficit does exist at times is sug¬ 
gested by the fact that diseased plants often wilt even when growing 
in wet M)il 

Tutu: I Art/age pern ntaqe of nater tn hudilnj ami dwarfed alfalfa lops and roots 

on difft n nt rlaOs m lif.il 
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TRANSPIRATION 

A study was also made of the rate at which dwarfed and healthy 
plants transpire. Twelve 4-year-old Chilean alfalfa plants, six 
dwarfed and six healthy, which had received the same treatment 
throughout, were used for each experiment. The plants were col¬ 
lected at about the same time in the morning (S a. m.), wrapped well 
in newspaper, and taken to the laboratory, where the roots were 
placed at once in water. As much of the taproot as could be pulled 
conveniently, usually about S to 12 inches, was left on each plant. 
The length of the tops varied in the different experiments. The 
healthy tops ranged in height from 1f> to 10, 14 to 18, and 20 to 31 
inches in the experiments conducted on September 1, 10, and 10, 
1931. respectively. The tops were of different ages and different 
stages of maturity, since they were all cut on August 24. The healthy 

014.*? :\ 7 -~ -2 
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plants had reached the bud stage by September 16, when the last 
experiment was conducted. As soon as possible after the plants were 
brought to the laboratory the taproots and crowns were washed free 
of adhering soil, and after the lower end of the taproots had been 
cut off, taproots and crowns were placed at once in 100-cc graduated 
cylinders filled with tap water. Sufficient water was added to or 
withdrawn from the graduates to bring the water level to the 100-cc 
line. The graduates were placed on a table in two rows, so arranged 
that the tops of the plants did not touch and no two diseased or healthy 
plants wen* adjacent. In this way it was hoped to have the diseased 
and the healthy plants subjected to the same average conditions. 
The room temperature ranged from about 22° to 30° (\ during tlie 
experiment, and there was some air circulation from open windows, 
but no wind was blowing directly upon the plants. The space between 
the roots and the mouth of the graduate was left open, since- pre¬ 
liminary trials showed that not enough water evaporated from the 
surface in 7 hours to vitiate the results. 

After the graduates had been filled as described, a measured amount 
of water was added each hour to bring the level back to the 100-cc 
mark. In this manner the total amount of water transpired by each 
plant in 7 hours was determined. The averages of these values, each 
representing the average for six plants, for the three experiments are 
given in table 2. Considerable variation was shown in the amount of 
water transpired both by the different plants and from hour to hour 
by the same plants. As might be expected, the greatest water loss 
occurred during the warmest part of the day. 


Table 2. —Comparative rate of tinnspiiahon hif (heat fed ami health if alfalfa plants 1 
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1 0 dwarfed and 0 health.v plants were used in each of the 3 experiments 


The data presented in table 2 show that the healthy plants tran¬ 
spired more rapidly than the diseased plants in all experiments. The 
tops, however, varied considerably in size; hence, to get the compari¬ 
son on a more uniform basis, the volume of tops as well as their dry 
weight was determined. The volume of the tops was first obtained 
by the water-displacement method, after which they were dried to 
constant weight in an oven at 100° C. When the volume of tops is 
used as the criterion, a comparison of the rate of transpiration in the 
three experiments shows that the healthy tops transpired 0.80, 0.78, 
and 0.67 cc, and the diseased tops 0.42, 0.47, and 0.50 cc per cubic 
centimeter of tops, respectively. The corresponding values, obtained 
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by using the gnuns of dry weight as a basis of comparison, are 6.27, 
7.00, and 4.28 cc for the healthy plants and 3.84, 4.02, and 3.18 ee, 
for the diseased plants, respectively. When the ratio of diseased to 
healthy plants was calculated, the values in the last column were 
obtained. These values show a fairly close agreement between the 
results obtained by the two methods. In general, they indicate that 
the diseased plants transpired on an average only r>3 to 7o percent 
as fast as the healthy plants, or, expressed in another way, the healthy 
plants on a volume basis transpired on an average, about 1.0 times as 
fast per unit of top tissue, as did the diseased plants. 

KATE OF WATER FLOW THROUGH DISEASED HOOTS 

After it had been determined that alfalfa plants affected with dwarf 
transpire much more slowly than do healthy plants, tlx* rate at which 
water could pass through diseased roots was studied. It is known that 
the tops of diseased plants sometimes wilt during the warm part of the 
day even when the soil is wet. This indicates that the tops cannot 
obtain water rapidly enough to offset that lost by transpiration. 
Likewise, it has been shown by microscopical examination that many 
of the vessels of affected plants are plugged with gum. That the 
slowing down of the rate of transpiration and the plugging of the vessels 
were somewhat interrelated seemed probable. 

The rate at which the water can pass through 4-inch segments of 
the taproots of diseased and healthy plants was determined by a 
method similar to that described by Melhus, Muncie, and Ho (3). 
Water was pulled through segments of the roots of 4-year-old alfalfa 
plants under a constant suction pressure. The diseased and healthy 
plants were obtained from the same place in the field, were collected 
at the same time, and were held under comparable ' onditions through¬ 
out. 


Tuu.fi M Average amount of water pulled through \-rurh sigrtnnls 1 of fnalthg and 
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1 Each segment was taken from a ditTerem plant. 

The plants required for the days testing were brought to the 
laboratory in the morning and kept in water until used. For the 
most part, a diseased and then a healthy plant was studied in order to 
minimize any error that might be due to a change in the plants on 
standing in water. The segment of root used was taken just below' 
the crown. The diameter of the smaller end w as used as a basis of 
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comparison, since it was assumed that the maximum amount of water 
that could pass through the root was limited to the amount that could 
enter the small end. The number of cubic centimeters of water that 
passed through the 25 segments of the diseased and the healthy roots 
in 10 minutes was determined, and the values are recorded in table T 
The data in this table show considerable variation in the amount of 
water that passed through roots of different diameters. Individual 
healthy roots of the same diameter seemed to vary considerably in this 
respect. Perhaps this is to be expected of roots of this age and 
character. Seldom do any two plants have (Towns or tops of the 
same size, or indeed taproots of the same length. Taproots likewise 
vary greatly in diameter even in a distance as short as 4 inches. 

This experiment, however, had only one object, namely, to compare 
diseased and healthy plants, and it was thought that if any appreciable 
difference existed it would be brought out by a study of 25 plants of 
each group. This proved to be the case, as table M shows. Although 
the differences were sometimes slight, as in the case of the roots 7 mm 
in diameter, for the most part they were rather striking. In the case 
of roots 9 mm in diameter, the healthy roots conducted more 1 water 
than the diseased except for one* diseased root, which conducted water 
more freely than any of the healthy roots and was responsible for the 
slightly higher average for the diseased roots. That the passage of 
water through the diseased plants should \arv greatly in rate is to be 
expected, not only in view' of the variation found in its passage through 
the healthy plants but also because of the difference in the stage of 
disease and consequently in the number of ducts plugged with gum. 
it was impracticable to use roots entirely comparable in every way, 
owing to the diffhulty of obtaining them and to the impossibility of 
telling by macroscopic examination the exact amount of plugging in 
the diseased root. The average amount of water pulled through the 
healthy and diseased roots was 40.(> cc and 25 cc, respectively. 'Phis 
means that on an a\erage water passed through the healthy root 
segments 1.0 times as fast as through the diseased roots. The fact 
that the healthy plants transpired approximately 1.0 times as fast 
as did the diseased plants and permitted the passage of water 1.0 
times as fast as the latter suggests that there is a close correlation 
between these two factors. The data presented in this paper seem 
to indicate that the inability of the affected alfalfa roots to conduct 
w'ater may have much to do with the dwarfing of the tops and the 
ultimate death of the plant. 

HYDROGEN-ION CONCENTRATION AND TOTAL ACIDITY OF 
HEALTHY AND DISEASED PLANTS 

It is a well-known fact that plants contain various acids which are 
more or less highly ionized. The formation of these acids appears to 
be closely associated with the vital activities of the plant. Anything 
that alters appreciably the normal processes of a plant may effect 
a corresponding change in the acidity of its sap. Hurd {£) found 
that the expressed juice of corn plants varied greatly in both hvdrogen- 
ion concentration and titratable acidity, these being influenced largely 
by environmental factors which affected the vegetative vigor of the 
plants. A number of investigators have shown tliat the hydrogen-ion 
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concentration of the sap of plants can be changed by applying certain 
fertilizers to the soil in which they are growing. 

Since the rate of growth and transpiration of the alfalfa plant are 
affected by the dwarf disease, it seemed quite possible that its acidity 
also would be affected. To test the validity of this assumption, the 
hvdrogen-ion concentration and total acidity of healthy and diseased 
aifalfa plants were determined. Four-year-old alfalfa plants of the 
Chilean variety, which had been given comparable treatment through¬ 
out, were used. The diseased and heal tin plants came from the same 
area in the field; those for each experiment were collected at the same 
time and were given the same treatment. 

The tops of diseased plants, although of the same age, were not so 
far advanced as those of the healthy plants. In the first two experi¬ 
ments the tops of the latter had made a vigorous growth and were in 
the early bud stage, while those of the former wore somewhat less 
advanced, the stage of advancement depending upon the stage of 
the disease 1 . The method of determining the total acidity was largely 
that described by Haas (/). Twenty-five cubic centimeters of juice 
from diseased and 25 ee from healthy plants were obtained by 
grinding the tissue in a meat grinder and then pressing the juice out 
through cheesecloth The samples of juice were kept in a refrigerator 
until ready for use. The pH values were first determined with the 
quinh\drone electrode and then X 20 NaOHfl ee at first and 2 cc later) 
was added until a value above N.O, t lie turning point for phenol- 
phthalcin, was reached. The pll \ allies calculated from the successive 
potential differences thus obtained were plotted against the volume 
of NaOll required to produce them From these curves the volume 
of alkali required to bring the reaction to pll S.:* was determined and 
taken to represent the titratable acidity of the sample. 

The results thus obtained are presented in table 4. It is evident 
from the \ allies shown that in the first two experiments the pH, as 
well as the titratable acidity, of the healthy tops checked closely. 
This was also true for the diseased tops and roots. The chief dis¬ 
agreement was in the titratable acidity of the healthy roots in the 
second experiment. Since the second experiment was conducted on 
tho day following the first, the plants were approximately the same age. 
The last experiment, however, was performed 12 days after the second, 
and thi' tops, which had been cut on October 4, were quite Aoung. 
These younger tops, in the case of both the healthy and the diseased, 
had a higher pll value and a lower titratable acidity than the corre¬ 
sponding older ones used in the first two experiments. The pH 
values of the healthy and the diseased roots differed little from those 
in the other experiments. The titratable acidity of the diseased 
roots differed considerably, that in the third experiment requiring 
nearly 10 ee more alkali than did those in the two previous experi¬ 
ments. Tt is difficult to evaluate the 25.;* ee of NaOII used for the 
healthy roots. Since it agrees so closely with the comparable figure 
for the second experiment, it seems probable that the 22.8 ee in the 
first experiment is the variable one and that there was no appreciable 
change in the healthy roots because of the new growth. A comparison 
of the healthy and diseased tops shows that the former had slightly 
higher pll values than the latter. The differences are so small, how¬ 
ever, that they probably are not significant. On the other hand, the 
diseased tops in each experiment had a higher titratable acidity than 
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the healthy tops, although that for the third experiment was identical 
with that for the healthy tops in the first experiment. There was 
almost no difference between the pll values of the healthy and dis¬ 
eased roots, hut the healthy roots had a higher titratable acidity in 
the first two experiments. 


'Paulk 4. The pH and titratable acidity 1 of healthy and diseased alfalfa tops and 
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In general, it may be concluded that the diseased tops had a slightly 
higher liydrogen-ion concentration and a higher titratable acidity than 
did the healthy tops, that there was practically no difference in the 
pH values of the roots, and that the diseased roots had a lower titrat¬ 
able acidity than the healthy ones except in the last experiment where 
the reverse was true. It is also shown that the increased vegetative 
vigor of the tops in the third experiment resulted in decreased acidity, 
the greatest difference being in the healthy tops, which were growing 
most vigorously. Since the disease is most evident in the roots, at 
least in the earlier stages, and the pH value of the diseased and healthy 
roots is almost identical, it seems evident that the disease does not 
affect the pH value of the plant, the slight difference in the pH value 
of the tops being attributed to the difference in the stage of their 
development, that is, the less vigorous growth of the diseased tops is 
rellected in the lower pH. Whether the slight variation in the titrat¬ 
able acidity of the diseased and healthy roots was due to a difference 
in vigor or whether it signified the presence of a diseased condition is 
not known. Since such a groat variation existed in the titratable 
acidity of the diseased roots between the first two experiments and 
the last, seemingly owing to a change in the stage of grow'th of the 
tops, it appears probable that the condition of growth also w r as 
responsible for the smaller differences between the diseased and healthy 
roots. 


ASH CONTENT OF HEALTHY AND DISEASED PLANTS 

On July 10, 1931, healthy and diseased alfalfa plants were taken 
from the same place in a 4-year-old stand, the tops were removed, 
w r aslied in distilled water, and wiped dry. The roots w r ere washed in 
tap water and distilled water. After being cleaned, the tops and roots 
were divided into tw r o samples, placed in paper bags, and dried in an 
oven at 75° C. The dried samples w r ere then ground fine and ashed, 
and the ash was calculated as percentage of dry matter. A second 
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set of samples was obtained on July 24, 1931, and treated in the same 
manner, making four samples for each date. The data obtained 
(table 5) show that the ash content of both the healthy tops and roots 
is considerably lower than that of the diseased. In fact, the healthy 
tops and roots had an average of only 88 and 67 percent as much ash 
as the diseased tops and roots, respectively. 


Table n. Ash content of healthy and diseased alfalfa tops and roots, 1931 1 


Ash content 1 of - - 


Date of collection | Tops Hoots 


Health} 1 Diseased < Healthy | Diseased 


lul> 10 
July 24 


J*ercent Pfrctnt 
10 10 11 13 

7 73 U 10 


Ptrcent 
4 27 
3 43 


Percent 
5. 85 
5. 65 


• The writer is indebted to Dr V It C ll*iu* f of thu California Agricultural Experiment Station for 
these determinations 
i Expressed as percentage of dr\ matter. 


STARCHES AND SUGARS 

The differences in the rate of transpiration and in ash between 
diseased and healthy plants show that there is an upset in the normal 
physiology of the alfalfa plants affected with dwarf. Further evidence 
of this is supplied by a study of the carbohydrate relations of the dis¬ 
eased plants. Although an analytical study was not made, a few 
observations, especially on the starch content of the affected roots, 
show clearly that a marked change in the carbohydrate content of the 
roots takes place as the disease progresses. Many diseased and 
healthy loots have been sectioned, stained with iodine, and examined. 
These studies show that in the (airly stages of the disease the affected 
roots are gorged with starch just as are the healthy roots. As the 
disease progresses the starch becomes less abundant, and by the time 
the disease is well advanced there is little or no starch left. The only 
observation made on the sugars of the diseased root is that some reduc¬ 
ing sugar is present in roots from which the starch has entirely dis¬ 
appeared. 

SUMMARY 

Alfalfa roots affected with dwarf have more or less yellow' color in 
the wood, ow ing largely to the presence of gum in the vessels. In the 
late stages of the disease then' also is present a yellow' stain, which 
diffuses into the surrounding tissues. The gum, which is similar in 
character to wound gum, is limited almost entirely to the vessels in 
the outer xylom, the other tissues being largely unaffected. In the 
early stages of the disease the gum is limited to a few' vessels in one or 
more bundles in the upper part of the taproot or crow n, but before the 
plant is killed the whole root system is involved. Gum is found in the 
green stems, if at all, only in the basal 1 or 2 inches. Some of the gum 
evidently is forced from adjacent cells into the ducts, wdiere it appears 
in the form of globules or thin sheets along the inner surface of the 
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walls. Eventually many of the duets become completely filled with 
gum and are rendered funetionlcss. 

Many bacterialike bodies are present in some of the vessels. Micro- 
chemical tests indicate that they are chemically very similar to the 
gum in which they are embedded and unlike bacteria in several 
respects. 

The water content of the tops of healthy plants was slightly higher 
than that of diseased tops; the reverse was true of the roots. Whether 
this difference is sulficiently great to be significant is questionable. 

Healthy alfalfa plants transpired about 1.0 times as fast as did 
diseased plants. 

Water could be pulled through segments of healthy roots about 1.0 
times as fast as through diseased roots of approximately equal di¬ 
ameter, indicating a close correlation between transpiration and the 
rate at which water could pass through the root segments. 

The diseased tops had a slightly higher hydrogen-ion concentration 
and a higher tit rat able acidity than did the healthy tops, there was no 
difference in the pH value of the roots, and the diseased roots had a 
lower tit ratable acidity than the healthy roots except in one experi¬ 
ment. It seems probable that the dillerenees in acidity between the 
healthy and diseased plants were due to a difference in growth. 

Roots and tops affected with dwarf had a higher ash content than 
did healthy plants grow n under similar conditions. 

Qualitative tests showed that tin* standi in diseased roots gradually 
diminishes and that it disappears altogether just Indore the plant dies. 
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INHERITANCE OF RESISTANCE TO PYTHIUM ROOT ROT 

IN SORGHUM 1 


Rj D. II. Bowman, formerly graduate research assistant, Kansas Staff College of 
Agriculture and Applied Science; J. II. Martin, senior agronomist , Division 
of Cereal Crops and Diseases, Bureau of Plant Industry; L E. Melchehs, plant 
pathologist, Kansas Agiicultmal Experiment Station; mid John H. Puirkk, 
agronomist, Kansas Agricultural Experiment Station and Division of (Weal 
(Wops and, Diseases, Bureau of Plant Industry, l tilted States Depottment of 
Agricult arc 

INTRODUCTION 

A destructive root rot disease that attacks milo, a grain sorghum 
(Sorghum rulyate Pcrs.), was observed in 1920 on the (Harden City 
Substation of the Kansas Agricultural Experiment Station at Garden 
City, Kans." It was determined about f> years later that the disease 
is caused by a pathogenic, soil-borne organism . 3 Recently this 
organism was identified as Pythium arrhenomanex Drechs . 1 The roots 
of diseased plants are decayed and discolored, and these symptoms 
usually spread to the crown and stalk. In the field the affected plants 
generally die and dry up before heads can be formed, and in the green¬ 
house they usually art* killed before they are S or 10 inches tall (fig. 

i,-n. 

Milo cannot be produced on badly infested soil. Since 1927 this 
so-called milo disease has been observed on milo in Texas, New Mexico, 
Oklahoma, and California, as well as in Kansas at localities other than 
those mentioned herein. Once the disease becomes established, it 
often spreads rapidly throughout a field. It usually occurs where 
milo is grown continuously or in alternate years. 

Tin* pythium root rot of sorghums lias been found only on milo 
and darso and on hybrids imoiving one or both of these types. 
Selections of resistant strains of milo and its hybrids are showing 
marked resistance in the field and greenhouse . 5 b The distinct host 
reactions shown in field and greenhouse* tests for resistance to pythium 
roof rot appeared to justify studies of the inheritance of resistance to 
the disease, the results of w hieh an* reported here. The data presented 
include two independent sets of greenhouse experiments begun con¬ 
currently at Manhattan, Ivans., and at Arlington Experiment Farm, 
Arlington, Ya. (near Washington, I) (\), together w ith supplementary 
results obtained in the field at Garden City, Ivans. 

• Received for publication Deo f>. 1UM. issued \ucuM 1*07 \ loinl couttibution fimn the Departments 

of Hotanv and U T ronom\, Kansas Atnioulltiral Experiment Station and tin* Division of (Yteal Cropland 
I Rutenu of Clam IndtiMij. I . s I >epart merit of VtJiaultuio < 'onii ibution no fiom t lie 

Department of Bolanv and no 2I>1 fiorn tin* Department of V|!ionom\. Kansis \s<tictiliural Experiment 
Mation The results of the studies in Kansas wore submitted bv 'he senior author as i thesis in paitral ful¬ 
fillment of the requirements for the decree of Master of Science at the Kansas <tate Collette of Vuriculture 
and Applied Science m PI.D. 
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Fint hk 1 - Reaction to the nnlo disciM* of sorghum now n in :isoil m tin* i , ieenhou*»c at Manhattan, 
Kims . 1, Three parent varieties. a, Resistant Dwarf bellow nnlo, ft, Dwarf Yellow imlo (susceptible), 
c, Club kafir (resistant) It. Fj population of the cross Resistant l>w r arf Yellow imlo X Dwarf Yellow 
nulo (susceptible) The tall, health} plants are resistant segregates, the short, dead plants are susceptible 
to Pythium . 

MATERIAL AND METHODS 


Sorghum varieties were eliosen for crossing on the basis of their 
reaction in nursery tests at Garden City, Kans., on infested soil. A 
comparison of resistant and susceptible varieties is shown in figure 

The susceptible varieties involved in the 12 crosses studied were 
Dwarf Yellow milo (C. I. 7 332), Day niilo (C. 1. 950) (dwarf early 

7 C. I refers to accession number of the Division of Cereal Crops ami Diseases, formerly Office of Cereal 
Investigations. 
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typo), Beaver (C. I. 871), Custer (0.1. 919), kafir X milo (No. 27-817, 
C. I. 968), and Early kalo (C. 1. 1009). The last four were all derived 
from kafir X niilo hybrids. The resistant varieties included Club 
kafir (C. I. 901), Western Bhiekhull kafir (C. 1. 906), White kaoliang 
(C. I. 792), Black Amber sorgo (F. C. 8 7088), and Resistant Dwarf 
Yellow 9 milo. The last-named variety was developed by F. A. Wagner 
from a single Dwarf Yellow milo plant that survived the disease in a 
severely infested plot at Carden City. 

The crosses tested at Manhattan were made in the greenhouse by 
C. A. Wismer in the winter of 1982- 83 and by D. H. Bowman and 
A. E. Lowe in the winter of 1983 34. The Y x plants were grown on 
noninfested soil in the nursery at Manhattan in 1933 or 1934. The 
five crosses tested at Arlington Farm were made by John H. Martin. 
The F, plants were grown in noninfested soil in the greenhouse. 

The infested soil for greenhouse experiments, which was supplied 
by F A. Wagner, superintendent of the Carden City Substation, 
was taken from portions of the field in which the milo disease experi¬ 
ments had been conducted for several years, and was known to be 
infested. Flats were filled with the soil to a depth of about 2)'> 
inches. Seed of the sorghum hybrids and the parental varieties was 
planted in rows across the flats, 8 rows to the flat at Manhattan, Kans., 
and 10 rows at Arlington Farm. In most of the experiments at 
Manhattan and in all at Arlington Farm the parental varieties and 
the hybrids involving them were planted in the same flat. With a 
few' exceptions the parental varieties occupied the two outside rows 
of each flat. At Manhattan, three plantings were made during the 
winter of 1933 34 of seed from Fj plants grown in the nursery in 
1933. Each flat was thus replanted twice after final notes had been 
taken on the susceptibility of the previous crop and the plants had 
been removed. Remnant seed from the greenhouse experiment of 
1933 34 was planted by F. A. Wagner on diseased soil at Carden City 
to supply additional data, under field conditions, on the inheritance 
of resistance in the V> generation. 

In November 1934, seed was planted in the greenhouse from the i\ 
plants grown in the nursery at Manhattan that season, from the 
additional crosses made during the previous winter. After notes on 
resistance had been taken the flats were replanted twice with seed 
from F 2 plants of the same crosses that had been tested in the green¬ 
house (luring the winter of 1933 34. The F 2 material for this third- 
generation study, however, had been grown on clean land in the 
nursery at Manhattan in 1934. Because of drought, chinch bugs, 
and killing frosts before maturity, seed from both F, and F 2 plants 
grown in the nursery at Manhattan in 1934 was decidedly limited 
and of low' viability. 

Three successive plantings also were made in the greenhouse at 
Arlington Farm from December 1933 to April 1934. By thus replant¬ 
ing the flats, greenhouse space could be used very efficiently for testing 
sorghums for resistance to pythium root rot. 

At Manhattan, the seed was treated either with copper carbonate 
or Semesan Jr. to control seed rots before planting in the flats. The 
latter dust fungicide appeared to be preferable. These seed treat- 

* F. C refers to accession number of the Division of Forage Crops ami Diseases 

v Since the submittal of this manuscript for publication the name of this vanetj has been changed 
to ,4 Finne>.” 
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ments did not seem to affect the development of pythium root rot 
in these tests or in previous experiments by others. 10 The seed at 
Arlington Farm was not treated before planting, and poor stands 
resulted from seed rotting and from a seedling blight caused by a 



Figure 2 —Plunts from the Fj population of the cross Resistunt Dwarf Yellow nnlo X Dwarf Yellow nnlo 
(susceptible), grown in infested soil in the greenhouse at Manhattan. A, Resistant (20 plunts), Ji, intci- 
mediate (15 plants), and C\ susceptible (f>0 plants;. 


species of PenkilUum . Susceptibility to Pythium and to Paiicillium 
showed no association. 

Symptoms of pythium root rot appeared about a month after 
planting and developed rapidly,so that final notes could be taken 2 to 
4 weeks later. The first indication of infection in the seedling stage 
was the limp, ashy-gray, or seemingly scalded condition of the leaves. 


10 Mkichers, L. E., and Parker, J. IT. control milo disease. Cappers Farmer 45: 27. 1934. 
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A few days later an orange tinge could be detected around the outer 
margin of the leaf. This color advanced over the entire plant and 
gradually changed to brown as the leaves dried. The youngest leaf 
was the last to discolor and die. Finally, the dead plants became light 
brown and remained upright for some time, not falling over as do 
plants attacked by some of the common molds. 

The greenhouse temperature in the period from 1933-34 usually 
varied between 75° and Sf>° F. at Manhattan and between 70° and 
S0° at Arlington Farm. Duplicate plantings of nine grain sorghum 
varieties at two greenhouse temperature ranges, 05° to 70° and 75° 
to ISO 0 , were made at Manhattan in 1934-35. This 10-degree differ¬ 
ence in average temperature did not affect the expression of disease 
reaction in the varieties. Similar conclusions have been reported by 
others. 11 

The methods of recording the data were somewhat different in the 
two sets of experiments, although at both stations final counts of 
resistant and susceptible plants usually were made when all plants of 
the susceptible parent lmd died. At Manhattan, the plants were 
divided into three classes: (1) Dead (susceptible), (2) apparently 
diseased but not. dead (intermediate), and (3) healthy (resistant) 
(fig 2). Plants in class 1 could be determined easily by observation, 
but surviving plants were examined for general thriftiness, dead roots, 
and ml discoloration in the central cylinder of infected roots. Plants 
showing lack of thriftiness and dead or discolored roots were classed 
as susceptible. Questionable plants were further examined by split¬ 
ting the crowns. The presence of a deep reddish brown in the crown 
or in the suberown internode was considered an indication that infec¬ 
tion had taken place, as this condition was not found in healthy 
plants Diseased plants were indicated also by a yellowing of the 
leaves. Hoots arising from a discolored portion of the crown were 
almost always dead or dying and discolored, but any roots arising 
above the discolored portion of the crown often permitted the plants 
to survive until all of the roots became diseased. The red discolora¬ 
tion first appeared in the central cylinder of the root and spread 
later to the* entire root. The dead and intermediate plants were all 
regarded as susceptible and are classed together in the tables that 
follow. Some of the roots of resistant plants showed a pinkish color, 
but the rest of the plant appeared healthy. 

GENKTIC RESULTS 

THE F ( GENERATION 

One cross, Heaver milo\Resistant Dwarf Yellow milo, was tested 
for resistance in the Fj generation at Arlington Farm. Only three 
plants emerged from the 10 seeds planted on November 11, 1933. 
Those plants at first showed considerable resistance to Pythnun in 
comparison with the susceptible Heaver parent and were still alive 
on December 25, when six of the eight Beaver plants were dead. By 
January 22, 1934, however, when the remaining Beaver plants were 
dead, the hybrid plants also had died. At that time the 12 plants 
of the Resistant Dw arf Yellow r milo were still healthy. This indicated 
that resistance in the F, generation was intermediate between the 

11 Elliott. C , Meiciikhs, L K , Le>ebvre, C L., and W agnkr, F. A. See footnote 4 
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parents, with a tendency toward a dominance of susceptibility. 
During the period of early growth it seemed that the Fi hybrids more 
nearly approached the behavior of the resistant parent, but this 
apparent reaction did not continue. 

THE F> GENERATION 
Results at Manhattan, K \\s. 

The segregations for disease resistance in the F 2 hybrids grown at 
Manhattan in the seasons 1<W3 'M and 1934 35 are shown in table J. 
The numbers of plants listed for 1933-34 are the totals for the three 
plantings that year. The cross ClubX Resistant Dwarf Yellow inilo 
produced all resistant plants, as might be expected from the resistance 
of both parents. Eight plants in a total of 392 of the Resistant 
Dwarf Yellow inilo were classed as susceptible, but the causes of the 
apparent disease attack were not determined. 

Table 1,- *S egiegatwn foi resistance to Fythiuni in the F, (feneration of sorghum 
crosses in the gieenhouse at Manhattan , Kans. f and at the Arlington Krpen went 
Farm , Arlington , Va., and m the nursery at Garden ('tty, Fans. 

GREENHOUSE, MANHATTAN. KANS. FW3-81 


Observed ; Calculated 

' Donation ,)p ' 


\'anct> or F.* h> bnd 


, 



and prob- 

Piobablc 


Total 

i Suscep- 
| tilde 

Resist- • Susoep- 

Resist- 

able error 

error 


ant ; tible 

i 

ant 




i , 

A u m he r Xu m he 1 r Xu mh*r Xu mbe r 

Xu nih< r 

A u in hi r 


Dwarf Yellow inilo (susceptible) 
Resistant Dwatf Yellow nnlo (resist- 

426 

125 , 

1 ! 

1 

, 



ant) ... _ -- 

392 

8 i 

38| 




Club kafir (resistant) 

390 

0 

3<M) 


1 


Club kafirXResistant Dwarf Yellow 
nnlo 

1,205 

0 

1,205 1 

; 



Club kafirX Dw arf Yellow' inilo 

1 006 

728 1 

278 1 754 5 

2 f d 5 • 

26 5 i 9 2l * 

2 so 

Dwarf Yellow m i lo >< R esi s t a n t 
Dwarf Yellow milo and leciproeal 

2. 102 

'■X 

670 1,801 5 

600 5 1 

69 5X11 (1 

1 SO 

GRKENIIOI 

■SK, MANHATTAN, KWS, 

1984- W 



Beaver (susceptible) _ 

51 

! 51 ! 
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0 
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_ 

92 

; 92 ■ 
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I 10S ' 

0 

! - 
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i 252 5 | 
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10 OX 8 02 j 

! 21 
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Beaver (susceptible). .. . J 12 

BeaverX White kaoliang. . ... { 221 
White kaoliang (resistant).. ... i 22 
Day nnlo (susceptible).. 18 

Western Blackhul! kafirX Day inilo 368 

Western Blackhull kafir (resistant) _ 34 

Club kafir (resistant)__ 25 

Club kafirXDay milo_ . _ 346 
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12 

0 
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The Club kafir X Dwarf Yellow inilo cross segregated according to 
a monohybrid ratio within the limits of random error. The cross 
Dwarf Yellow milo X Resistant Dwarf Yellow milo and the recip¬ 
rocal of this cross (fig. 1, B) deviated somewhat from the 3 : 1 ratio, 
owing to an excess of resistant plants. The cross and reciprocal were 
each grown in three plantings, and in four of the six tests the observed 
number of resistant plants exceeded the calculated number. Although 
in five of the six tests the deviation from a calculated 3 : 1 ratio lay 
within three times the probable error, when the data are combined, 
as in table 1, the deviation becomes statistically significant. 

At Manhattan in 1934-35 the cross Resistant Dwarf Yellow milo X 
(kafir X milo, No. 27 317) produced only six susceptible plants, 
although the latter parental variety was fully susceptible. The most 
plausible explanation of this is the probable difference in disease 
reaction between the kafir X milo plant used as the parent in the 
cross and the bulk \ariety that was tested for disease resistance. 
In the crosses Resistant Dwarf Yellow' milo / Custer and Resistant 
Dwarf Yellow milo Beaver, the number of resistant plants ex¬ 
ceeded the calculated number by somewhat more than three times 
the probable error. Additional material, supposedly of the cross 
Resistant Dwarf milo ' (duster, proved to be almost entirely resist¬ 
ant. This may have been due to an error in making the hybrids or 
to the use of a resistant plant from the susceptible Custer variety as 
a parent. 

Seed of the cross Resistant Dwarf Yellow milo \ Early kalo 
(susceptible) was planted at Manhattan in 1934-35, but because of 
poor seed only six plants emerged, and the data are not shown. 

Results \t (1 widen City, K \xs. 

The data obtained from two crosses grown in the V 2 generation in 
the Garden City disease nursery in 1934 are shown in table 1. The 
reactions noted wore based upon an external examination of the 
plants in the field on October 1, 1934. In both crosses the deviation 
from a 3 : 1 ratio only slightly exceeded the probable error. These* 
results, together with those obtained from the same crosses in the 
greenhouse at Manhattan in 1933 34, strongly suggest a single major 
genetic factor difference for the inheritance of resistance to Pythhnn. 

The cross Club • Resistant Dwarf Yellow milo and its reciprocal 
also were grown at Garden City in 1934 but produced resistant plants 
only. This result, substantiating the behavior of this cross at Man¬ 
hattan in 1933 34, indicates that the same factor for resistance is 
found in both parents. 

Results \t the Arlington Experiment Farm 

Some difficulty was encountered at Arlington Farm in classifying 
the plants, owing to reddish discoloration of the roots possibly from 
causes other than Pythlum infection. Consequently, the plants were 
classified at several intervals on the basis of whether they were dead 
or alive. Final notes usually were taken when all the plants of the 
susceptible parent of any particular cross were dead. At that time 
hybrid plants showed all gradations of development, from fully 
healthy to dead and dried. In two experiments at Arlington Farm, 
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not nil the plants of the susceptible variety were dead when the final 
notes were taken. The condition of the susceptible parent was re¬ 
garded as the most satisfactory standard for determining complete 
susceptibility among the hybrids. The data from Manhattan and 
Arlington Farm, although recorded differently, should lead to the 
same genetic conclusions because the difference lies merely in group¬ 
ing the intermediate (or apparently heterozygous) plants with either 
the fully susceptible or the resistant segregates. 

The data from the four crosses tested in the F 2 generation at Arling¬ 
ton Farm in 1933 34 are shown in table 1. The plants classed as 
susceptible included onlv those dead at the time final notes were 
taken. The Heaver White kaoliang cross segregated according to 



Fim kk X Seirreimtnm F 2 low of the eras'- \\ extern Hhwkhull kafir X Uu\ imlo, urow n m the same flat of 
rgthwm -inrested soil as the parents, shown m figure 1, at the Arlington Experiment Farm 


a simple monohybrid ratio. In the Club kafir X Day milo cross the 
deviation from a 3:1 segregation was slightly greater than three times 
the probable error. Tn this experiment, however, one of the 17 Day 
milo plants was still alive when the final notes were taken. The 
Western Blackhull kafir X Day milo cross showed a deviation from 
the calculated ratio amounting to 5.77 times the probable error. The 
deviation was much greater in the first planting than in the second, 
where the ratio was very close to 3:1 (fig. 3). Both the resistant 
and the susceptible parent of this cross are shown in figure 4. 

The test of the Day milo X Black Amber sorgo cross w T as of neces¬ 
sity discontinued before all plants of the susceptible parent., Day milo, 
were dead, although all plants of that variety were badly wilted and 
stunted. Much less than a. fourth of the hybrid plants were dead at 
that time and those surv iving showed widely varying degrees of injury. 
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The (hita as presented in table 1 indicate a wide deviation from a 
simple monohybrid segregation. Only 13 of the 22 Day milo parent 
plants in the same soil flats were dead at the time final notes were 
taken. If (he number of dead hybrid plants is adjusted in accord¬ 
ance with the proportion of dead plants of the Day milo parent, the 
results art* in close agreement with a simple monohybrid ratio. 



Fnrt UK 1 assistant and Miseeptibk* soiphurn phut'' urown m tin* sum* fkit of t'vthuim- oifesit* 1 soil'at 
tli*» Arlington F\|H'rimt‘m Farm .1, l»a\ imlu (susceptible). Ji, \\ extern Hlaekbull kaftr (resistant)^ 


THR F, GENE RATION 

The behavior of 19 F :i lines of two crosses in the greenhouse at 
Manhattan, Ivans., in 1934-35, is shown in table 2. Nine additional 
lines produced so few plants, owing to nonviable seed, that their behav¬ 
ior could not be determined. Considering the 19 lines of the two 
crosses together, 7 were classed as resistant and 12 as susceptible or 
segregating. The calculated numbers are 4.75 and 14.25, on the basis 
014:1- -:i 7 -;i 
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of a simple monohvbrid ratio, and are in rather close agreement with 
expected results. Each of the live segregating lines indicated a statis¬ 
tically significant monoliybrid ratio, as did the combined results from 
the segregating lines of each cross. These data verified the conclu¬ 
sions pointing to simple inheritance that were based on data obtained 
in the F 2 generation of these crosses. 


Tvble 2. —Reaction to Pgthium in the F* generation of 19 lines in two sotghinn 
crosses grown in the greenhouse at Manhattan , Kans. t 1984-So 
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With regard to all generations of all crosses, it appears that sus¬ 
ceptibility is partly dominant, and the segregations support the con¬ 
clusion that a single major genetic factor pair largely determines the 
susceptibility of sorghums to py thium root rot. 

COLEOPTILE COLOR AND PYTH1UM RESISTANCE 

One planting of the BeaverX White kaoliang cross at Arlington 
Farm was classified for seedling or coleoptile color. The red coleoptile 
character present in the Beaver parent has been shown by Reed u 
and others to be inherited as a simple dominant character in many 
sorghum crosses. Small stakes were placed beside each plant having 
a green coleoptile, and the coleoptile color was recorded when counts 
of dead plants were made. The data are shown in table 3. 

In this experiment the 132 plants segregated in exactly a 3: 1 
ratio for resistant and susceptible plants. There was a deviation 
of only 2 from the calculated 3:1 ratio for plants having red or green 
coleoptiles. When the segregations for the two characters are 
combined, it is seen that the number of plants in each class is very 

»» Heed. (}. M a new method of j’hodittion and detecting sorghum hybrids. Jour Heredity 
2i: 132-144, illus. 1930. 
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close to the expected 9:3:3:1 ratio on the basis of independent 
inheritance. It appears from these results that seedling, or coleoptile, 
color is inherited independently of resistance to pythium root rot. 

Table 3. —Segregation for coleoptile color and susceptibility to Pythium in the F 2 
generation of the sorghum cross Heaver X White kaoliang , in the greenhouse at the 
Arlington Experiment Farm , 103d 34 
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RELATION OF HETEROSIS TO PYTHIUM RESISTANCE 

All the crosses tested at Manhattan, with the exception of the 
Resistant Dwarf Yellow milo X Dwarf Yellow milo (susceptible), 
showed heterosis, or hybrid >igor, in the F t generation, manifested 
chiefly by an increase in height of from 9 to 32 inches over that of the 
taller parent. These resistant and susceptible strains of Dwarf Yellow 
milo differ in resistance to Pythium , but they are very similar in 
appearance. Past experiments with sorghum hybrids have demon¬ 
strated that increased vigor is carried into the second generation. 

Segregation for pythium resistance was substantially the same in 
Resistant Dwarf Yellow milo ,« Dwarf Yellow milo (susceptible) as 
in the other crosses in which heterosis was apparent. It would 
appear, therefore, that heterosis perse did not alter the inheritance of 
resistance. 

SUMMARY 

Progenies of crosses between sorghum varieties resistant or suscep¬ 
tible to pythium root rot (or the “milo disease”), caused hv Pythium 
arrhenomanes Drechs., were studied in infested soil in the greenhouse 
at Manhattan, Kans., and the Arlington Experiment Farm, Arlington, 
Ya., and in the field at the Garden City Substation of the Kansas 
Agricultural Experiment Station. 

The data indicate that susceptibility to the disease is partly 
dominant. Reaction to the disease is determined by a single major 
factor difference. 

Susceptibility is inherited independently of coleoptile (seedling) 
color and of hybrid vigor of the progenies. 






OBSERVATIONS OF PATHOGENIC AND ANTIGENIC 
EFFECTS OF BRUCELLA ABORTUS, UNITED STATES 
BUREAU OF ANIMAL INDUSTRY STRAIN 19 1 

By C. M. H a ring, head of division, and J. Traum, veterinarian, Division of 
Veterinary Science, California Agricultural Experiment Station 2 

INTRODUCTION 

Investigators at the United States Bureau of Animal Industry 
Experiment/ Station, Bet-hesda, Md., have reported encouraging re¬ 
sults from the use of subcutaneous injections of living Brucella abortus 
strains of moderate or low virulence to immunize cattle against infec¬ 
tious abortion (Bang’s disease). The first publication regarding this 
work at Bethesda was made by Buck (/) 3 in 1930, and subsequent 
reports have been issued by Molder (Jl), and by Cotton (3). The 
status of these experiments in 1933 was described by Cotton and Buck 
(4), and the technical procedures and results up to 1934 were pub¬ 
lished in detail by Cotton, Buck, and Smith (o, 6*, 7, S). 

One of the cultures reported by these investigators to yield promis¬ 
ing results in immunizing heifers against Brucella infection was 
designated by them as strain 19. They claim that this strain is fairly 
constant in pathogenic power as indicated - by repeated tests on 
guinea pigs, and that it is sufficiently low in its virulence for non- 
lactating and nonpregnant dairy cattle to be relatively free from the 
objectionable feature of becoming permanently implanted in the 
udder following its use as vaccine. 

In 1932 transplants of strain 19 were obtained by the writers from 
the Chief of the Bureau of Animal Industry. The following report 
is a summary to May 1937 on observations of its effects on guinea 
pigs and cattle at the California Agricultural Experiment Station. 
Photostatic copies of the life history for each vaccinated and control 
animal subjected to test exposure may be had by official investigators 
on application to the writers of this article. 

METHODS 

The methods used at the California station have conformed in 
general to those described in the publications by Cotton, Buck, and 
Smith. In transmitting cultures of strain 19 to the writers, the Chief 
of the Bureau of Animal Industry described these methods in a letter 
dated October 10, 1932, which included the following statements: 

You are advised that potato-agar slants of Brucella abortus strain 19, which is of 
moderate virulence and has given encouraging results at Eethesda, are sent you 
under separate cover. 

The method of preparing the vaccine from this culture is as follows: The 
growth from 48- to 72-hour potato-agar slants is washed off with 0.83 percent salt 


1 Received for publication Sept Pi, PKW; issued \ngust PUT 

* Acknowledgment is made to Mrs PhjHis A Zweigart, auent, V S Bureau of Animal Industry, for the 
bacteriologic procedures in this work. That bureau has also furnished la hoi at or > and clericll assistance 
The Works Progress Administration furnished assistants to care for experimental animals. 
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solution and diluted to a density of 10 times tube 1 of the McFarland's nephel- 
ometer. This is used shortly after it is prepared, usually the same day. 

The animals are usually vaccinated at least 2 months before breeding and it 
would perhaps be better if this time were extended until agglutination reactions 
induced have subsided to a considerable degree. Of course, when calves are 
vaccinated the period is much longer. 

Except for calves, 10 or 20 cc of the vaccine have been given. Seemingly, the 
dose may vary within considerable limits without appreciably affecting results. 
Tf more than 10 cc of vaccine are given the amount is divided between two points. 
Injections are usually made in front of the shoulder. 

We endeavor to expose the animals when they are from 2 to 5 months pregnant. 
A suspension of a virulent lirucella abortus culture is used in making the exposures, 
which are by the conjunctival method. Our experiments have indicated that 
this method may be made to be overwhelming, therefore, we have found it impor¬ 
tant to keep it within reasonable bounds by adjusting the dosage. 

For a few months after the strain was received it was propagated 
on potato-agar slants, but since January 1933 Liebig’s beef infusion 
agar, containing 2 percent of glycerin and 1 percent of glucose has 
been used. No change in cultural or pathogenic characteristics has 
been observed, and the strain has continued to conform to the descrip¬ 
tions published by Cotton, Buck, and Smith. When it is plated in 
agar, both S and R type colonies develop. In plate 1 are shown 
R- and S-type colonies which developed in glucose glycerin agar 
after being planted with a 28-day plain broth culture. 

For the last 2 years strain 19 has been used at this laboratory for 
preparing antigens for the tube and plate methods of agglutination 
testing. About 80,000 tests of blood serums and whey have been 
made, and as yet no trouble has been experienced from self-agglu¬ 
tinations or other unsatisfactory effects that are supposed to be caused 
by the presence of R types in antigen. The precaution has been taken 
to occasionally renew the stock cultures from which the antigen is 
made by propagating from single S-type colonies. 

For the isolation of Hr . abortus from the experimental animals, the 
methods described by Henry, Traum, and Haring {10) have been 
followed, with the exception of the hemoculture technique which 
deserves special mention in view of the fact that several investigators, 
including the group at Bethesda, have reported difficultv in isolating 
Br. abortus from the blood stream of cattle. 

Hemocultures were at first made according to the recommendations 
of Soule (13), but this proved cumbersome, laborious, and expensive, 
and yielded a high percentage of contaminations which rendered the 
method unsatisfactory. Fair success was obtained by a modification 
of the technique used by Shaw (12), which consisted in letting about 
5 cc of blood run on a large cooked-blood agar slant, incubating for 
0 or 7 days, stirring, and incubating again. These slants should be 
kept under observation for at least 2 weeks before discarding. 

The best results in hemocultures w T ere obtained by a modification 
of a method that has been described by Stewart, Eddie, Paxton, and 
Meyer (14). This modification consists in allowing about 5 cc of 
blood to run from the jugular vein into a sterile test tube in which 
has been placed 5 or 0 drops of a l.b-percent solution of sodium 
citrate. The tube containing the citrated blood is heated in a water 
bath at 56° C. for 15 minutes, and 3 to 4 cc is poured over a large 
cooked-blood agar slant. A tube of not less than seven-eighths of an 
inch in diameter is used. This is incubated for 0 or 7 days in an 
atmosphere of 10-percent C0 2 , after which the tube is tipped for a few 
seconds so that the blood will flow r over the upper portions of the slants. 
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Plate 1 
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In this method the incubation is continued for at least 3 weeks, 
during which time it is examined at intervals of 3 or 4 days, and each 
time the tube is tipped so that the blood runs over the slant. When 
Br. abortus is present this results in an abundance of small colonies. 

From a comparison of the results of blood cultured simultaneously 
by these different methods, it is evident that either the heating or the 
citrating of the blood, or both, is an important part of the technique 
of the latter procedure. The comparison is shown in table 1. 


Tablk 1.- Co w para lire results with untreated and eitrated-heated blood cultures 
from cattle , made at various intervals after exposure to Brucella abortus 
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TKSTS FOR VIRULENCE ON GUINEA PIGS 

In addition to the use of direct cultures, approximately 200 guinea 
pigs have been inoculated with milk, uterine material, and other 
tissues of \aceinated eat tie to test for the persistence of strain 10. 

When this organism is present in the material inoculated it can usu¬ 
ally be recovered by spleen culture on cooked-blood agar, provided the 
guinea pigs are killed about the sixth week after inoculation. Ap¬ 
parently the organisms of this strain tend to disappear from the guinea 
pig tissues soon after the sixth week. Macroscopic lesions in guinea 
pigs rarely result from the injection of milk or tissues containing only 
a few organisms of this strain. The agglutination titer is usually low. 
The absence of any apparent enlargement of the spleen or macro¬ 
scopic change in the parenchyma of the spleen, liver, testes, or lymph 
nodes is in marked contrast to the definite lesions resulting from the 
inoculation of milk or tissues containing more virulent strains of 
Br. abortus. 

When culture suspensions of a billion or more organisms of strain 
19 are injected intra-abdominally a positive blood agglutination titer 
usually results and, occasionally, slight enlargement of the spleen and 
other slight lesions. A series of 18 guinea, pigs were injected intra- 
abdominallv with 0.2 to 0.3 cc of vaccine. Selections for autopsy 
from this group were made at varying intervals from 40 to 107 days. 
Positive cultures from the spleen were obtained in all cases up to 50 
days. Two guinea, pigs killed on the seventy-fourth day were nega¬ 
tive. On the eighty-second day a third was positive and a fourth 
negative. Autopsies on the eighty-fourth and one hundred and 



120 


Journal oj Agricultural Research 


Vol 55, no. 2 


seventh day were negative. These results are in contrast to the find¬ 
ings in control guinea pigs inoculated with virulent strain IT. C. V. 
36 which yielded positive spleen cultures and definite lesions in eveiy 
one of a series of 14 animals. The intervals of autopsy extended from 
the thirtieth to the one hundred and twelfth day. 


WORK ON CATTLE WITH STRAIN 19 


LONGEVITY IN BODIES OF VACCINATED CATTLE 

In order to determine the longevity of strain 19 in the tissues of 
vaccinated cattle, and test for possible shedder conditions set up in 
them, a study was made of blood, subcutaneous and lymplmode 
tissues, uterine material, and milk. Ilemoeultures from the jugular 
veins of vaccinated calves and cows have shown that the organisms 
may circulate in the blood for at least 22 days following vaccination. 
The only instances in which the strain has been obtained from the 
milk or from uterine material are as follows: 

Cow 2060 (table 2) discharged strain 19 in the uterine material and 
colostrum at the time of calving on the seventeenth day following her 
vaccination, but. no evidence was found that she continued to shed 
the organisms in the milk or in the uterine material at two subsequent 
normal calvings. 

Table 2. —Results of vaccinating pregnant coirs with Brucella abortus strain 1.9 
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Cow 35, vaccinated while pregnant 128 days, yielded strain 19 in a 
culture of blood from the jugular vein on the seventeenth day after 
vaccination, and again from the placenta and colostrum 125 days 
after vaccination. 

Biopsy tests on a vaccinated bull have shown that the organism of 
strain 19 may remain alive for at least 24 days in the subcutaneous 
tissues and lymph nodes adjacent to the point of injection. Tests on 
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another bull, slaughtered on the one hundred and thirteenth day after 
vaccination, failed to show any living Brucella organisms, although 
direct cultures were made and several guinea pigs inoculated with a 
variety of tissues from various parts of the body, including the vicinity 
of the point of injection. 

ASSOCIATION OF VACCINATED AND NONVACCINATED CATTLE 

During the 3)i years that experiments w T ith strain 19 have been in 
progress in Berkeley, it has been customary to keep the vaccinated 
cattle with approximately an equal number of nonvaccinated controls 
of about the same age. In addition, a few r older cows have usually 
been in the same fields and corrals w hile in various stages of pregnancy. 

Most of the vaccinated and nonvaccinated animals have now r passed 
through pregnancies, and inoculations of milk into guinea pigs, as w ell 
as frequent agglutination tests, have not indicated any transfer of 
infection from the vaccinated to the nonvaccinated cattle. 

VACCINATION OF PREGNANT COWS 

Cotton (tf) and Buck (2) both advised against the vaccination of 
pregnant cows, but some veterinary practitioners venture to use cul¬ 
ture 19 on all the animals in certain badly infected herds, regardless 
of the condition of pregnancy. At least one of the commercial firms 
manufacturing the vaccine has advocated such practice in its advertis¬ 
ing literature. 

In order to test the effects of strain 19 on pregnant cattle, a limited 
number of trials under the controlled conditions were made. As 
shown in table 2, three of the five cows vaccinated w hile pregnant, and 
not exposed, calved normally; a fourth cow gave birth to an apparently 
normal calf which died from exposure before being found; the fifth 
produced a weak calf which was killed and was the only one of the 
five to yield Br. abortus , strain 19, although at the time of each calving 
guinea pigs were inoculated with uterine material and colostrum. 

Three other cows were vaccinated while pregnant approximately 
4 months, and exposed conjunctiva 11 y with virulent Br. abortus 
V. (\ V. 36 a month later. Table 2 shows that only one of these 
cows calved normally, with negative laboratory findings. The other 
two cows gave birth to premature calves which soon died, and Br. 
abortus was isolated from the placenta of each cow*, the organism in 
one case showing characteristics of strain 19. 

In certain field trials conducted by veterinary practitioners in 
cooperation with the writers, the vaccine has been used on cattle in 
various stages of pregnancy. The results so far have been variable. 
In one herd a rather high percentage of the cows aborted; the herd, 
however, was badly infected at the time of the vaccinations, and it 
has not been possible to determine if the abortions w ere due to natural 
infection or to injury from the vaccine. 

WORK ON CATTLE WITH STRAIN U. C. V. 36 

CHARACTERISTICS OF THE CULTURE USED 

For conjunctival exposure trials to test the resistance of the vac¬ 
cinated cattle, a strain of Br. abortus was selected which for 0 years 
has been proved repeatedly by the writers to be highly virulent for 
cattle. This strain, U. O. V. 36, w r as isolated in February 1931 in 
direct culture from the placenta of a cow r that had aborted at a com- 
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inercial dairy farm. Its cultural characteristics correspond to those 
considered most typical of strains from bovine sources. Although 
transplanted at frequent intervals no tendency to dissociation has 
been observed in this culture. The colonies of this strain are always 
of the S type. It will not grow except in an atmosphere of increased 
carbon dioxide, and it shows the hydrogen sulphide and dye-plate 
characteristics of a typical bovine strain. 

When 1 to 3 billion organisms of this culture are dropped upon the 
uninjured eye of a pregnant, susceptible cow a typical course of 
brucellosis follows, similar to that in a naturally infected animal in 
regard to blood and milk titers, abortion, and udder infection. 

The subcutaneous injection of this culture into sheep during ad¬ 
vanced pregnancy caused these animals to become shedders very soon 
after parturition. In some cases they continued for months to elim¬ 
inate enormous numbers of organisms in their milk. In 1932 the 
culture was tried on three pregnant sows by intravenous inoculation 
of 200 million organisms and all aborted fetuses were infected with 
l T . t\ V. 30 type of organism. In three other pregnant sows, exposed 
orally or conjunctiva I ly, the only evidence of infection was a rise in 
agglutination titer. 

The culture lias been used to infect 74 cattle by way of the eon- 
junctivae, ami the results are apparently satisfactory as a means of 
measuring the resistance of cattle to infection. 

AN1MM.S AND M KTHODS 

To determine the immunity produced by vaccination, 19 vaccinated 
and 24 control cows have been exposed eoiijunctivullv to virulent 
Hr. abortus strain l T . (\ V. 30. At the time of exposure they were in 
various stages of pregnancy, ranging from 90 to 171 days. The re¬ 
sults of these exposure trials are shown in table 3, which also contains 
a record of the reexposure, at a later pregnancy, of two of the vacci¬ 
nated animals, and of two others exposed only by association with 
aborting cows. The animals are listed in four groups according to 
the respective dates of their exposure. 

The suspension of strain l\ t\ V. 30 used for group 1 w as prepared 
from slants made from beef-infusion agar containing 2 percent- of 
glycerin and 1 percent of glucose. This medium was heavily seeded 
and incubated for 72 hours in the usual atmosphere of carbon dioxide. 
The surface growth was removed and diluted with physiological 
sodium chloride solution to a reading of 1 cm on a Gates opacimeter 
(McFarland tube 7). Each animal received a total of about 0.4 cc. 
The eyelids were then closed and gently massaged with the palm of 
the hand. The dose placed on the conjunctiva® was estimated by 
plate counts to contain about 1 k billion living organisms. 

The suspension of strain l T . (\ V. 30 used for group 2 was prepared 
in the same manner as that for group 1, with the exception that the 
medium was liver-infusion agar. The method of exposure consisted 
in placing 0.25 cc upon the sclera of each eyeball and a like amount 
under the lower lid of each eye. The lids were then closed and 
massaged vigorously for about 5 seconds. The total dosage given 
group 2 contained approximately 10 billion organisms, or about seven 
times the number used in exposing groups 1 and 4. Group 3 was not 
exposed conjunctivally, but by association with aborting animals. 
Tn exposing group 4, an effort was made to follow as closely as possible 
the dosage and technique of application used for group 1. 
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DISCUSSION OF TABLE 3 

RESULTS WITH GROUP 1 

The data for group 1 in table 3 show a marked difference in the 
effect of conjunctival exposure of the vaccinated cows, as compared 
to the controls. The only effect from exposure apparent in the vac¬ 
cinated animals was a rise in the agglutination titer. It will be noted 
that they all gave birth to vigorous calves at full term, and the cul¬ 
tures of the blood, uterine material, and milk were negative. On 
the other hand, all but one of the controls aborted, and they also 
showed other effects typical of brucellosis, such as necrosis of the 
placenta and the presence of Br. abortus in the uterine material. 
Four controls in group 1 were proved to shed this organism in the 
milk and three yielded cultures of it from the circulating blood. It 
will be noted that control cow 5 escaped infection. During her next 
gestation period she was again subjected to conjunctival exposure 
(see group 2, table 3) and again gave birth to a full-term calf. Fol¬ 
lowing her second exposure, her placenta w r as normal in appearance, 
but Br. abortus was isolated from it and a few weeks later her agglu¬ 
tination titer rose to 100. However, after a few months it subsided 
to negative. It is believed that she had some natural resistance to 
Brucella. 

RESULTS WITH GROUP 2 

There was not such a clear-cut difference between the vaccinated 
and the control animals in group 2, in respect to their resistance, as 
in group 1. This was possibly due to the fact that the cows in group 
2 were exposed to about seven times the number of organisms used 
on those in group 1 and also to the more vigorous massaging of the 
eyelids in group 2. Five of the vaccinated animals developed bru¬ 
cellosis and the organism was isolated in each case from the placenta 
and milk. Of the three which failed to show evidence of the bru¬ 
cellosis, one w r as nonpregnant, one gave birth to a dead calf at full 
term, and only one (no. 12) produced a vigorous calf. The 11 con¬ 
trols (nos. 20 30), exposed for the first time, developed typical 
brucellosis. 

In group 2 were four animals which had been previously exposed. 
The record of three of these (nos. 3, 4, and f>) is evident from the table, 
as they also appear in group 1. The fourth (no. 19) had been fed 
Br. abortus 9 years previously, wiien she was pregnant 114 days, 
which resulted in an abortion, and at that time Br. abortus was isolated 
from her placenta and milk. Thereafter her agglutination titer 
remained positive for 2 years, and suspicious or negative for another 
2 years. The resistance show n by the four animals subjected to re¬ 
exposure is so definite, in comparison with the infection of the others 
in this group, that one can conclude that the infection with the 
virulent Br. abortus eventually produced a much stronger resistance 
than did the subcutaneous vaccination with strain 19. 

RESULTS OF CONTACT EXPOSURE IN GROUP 3 

When the animals in this group were supposed to be 131 to 139 
days pregnant, they were tested for immunity by placing them in a 
corral in which animals from group 2 were aborting. 

One of the vaccinated cow r s (no. 32) gave birth to a normal, vigorous 
calf, and laboratory examinations for Br. abortus were negative. 



Vol. 55, no. 2 


126 Journal of Agricultural Research 


The other (no. 31) aborted a dead fetus on the one hundred and 
eighty-sixth day of gestation, but, as cultures and guinea pig inocula¬ 
tions of uterine material, fetal tissue, and colostrum, as well as milk, 
were all negative for the organism, the abortion is believed to have 
been caused by some factor other than infection contracted through 
exposure to aborting cows. 

One of the control animals developed an agglutination titer of — 100 
following contact with aborting cows, but was not found to be preg¬ 
nant. The other control cow aborted a dead fetus on the two hun¬ 
dred and thirty-third day of gestation, and Br . abortus was recovered 
from her uterine, fetal, and udder material. The agglutination titer 
of this cow, which had previously been negative, rose to 1,600 at the 
time of abortion, in marked contrast to the low titers developed by 
the vaccinated cows subjected to exposure in this group. 

RESULTS WITH GROUP 4 

In table 3 it may be seen that group 4 consisted of seven vaccinated 
and an equal number of control cows. Tt is noteworthy that the 
vaccinated animals in this group that calved normally had previously 
borne calves, while the other three that aborted, as well as all of the 
controls, were primiparous. 

The fact that onlv one of the vaccinated animals in this group 
yielded a positive blood culture, while six of the controls repeatedly 
yielded positive cultures, confirms the hemoeulture results previously 
obtained from the animals in groups 1 and 2 and would justify the con¬ 
clusion that vaccination tends to reduce the bacteraemia following 
exposure to Br. abortus. 

All group 4 animals were kept continuously at pasture from the 
date of their weaning to the time they calved or aborted in the fall of 
1936 or the early months of 1937. In this respect their treatment was 
similar to that given groups 1 and 2. The weather conditions during 
1936, however, were more unfavorable to the nutritive qualities of the 
pasture vegetation than in the previous 4 years. Little rain fell 
between June and December 1936, and the pasture grasses (wild oats, 
alfilaria and bur clover) became unusually dry and bleached. Fur¬ 
thermore, the first fall rains were followed by such cool weather that 
no green forage developed until after the first of January. From 
November 1936 to February 1937 sparing amounts of alfalfa hay were 
fed two or three times a week to the animals in this group. This 
supplementary feeding provided a better diet than that available to 
the average heifer or nonlactating cow in the coast ranges of California, 
and at the time of exposure of group 4 the diet was considered to he 
adequate. It was not adequate, however, for tests by the antimony 
trichloride method on liver tissue from some of the fetuses showed 
complete lack of color reaction for vitamin A, whereas the livers of 
certain calves born to cows not in the experiment but kept in the 
vicinity and fed concentrates and all the alfalfa hay they 'would eat, 
showed a relatively high content of vitamin A. 

It is probable that a combination of the effects of Br. abortus infec¬ 
tion and a low" intake of vitamin A, and possibly other dietary essen¬ 
tials, were responsible for the abortions in group 4. The results are 
significant as an indication of what might occur in vaccinated cattle 
exposed to infection under average conditions of winter range in the 
San Francisco Bay section. 
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Hart and Guilbert, (0) have demonstrated that a lack of vitamin A in 
range grasses in California may cause a condition in cows resulting in 
the birth of dead or weak calves and retained placentas, a condition 
simulating infectious abortion, although the cattle may be free from 
brucellosis. That the pathogenic effects of Brucella infection may be 
enhanced by a lack of vitamin A in the diets of cattle is indicated by 
the results in group 4. 

SUMMARY 

Since October 1932 cultures of Brucella abortus , United States 
Bureau of Animal Industry strain 19, have been under observation. 
When grown on glucose-glycerin agar, the strain has apparently 
remained unchanged in its relatively low virulence for guinea, pigs and 
cattle. 

When grown in plain broth for about 4 weeks the strain became 
dissociated so that transplants to glucose agar resulted in a pre¬ 
dominance of K-type colonies, but, when occasionally renewed by 
planting from S-tvpe colonies, it remained sufficiently stable to be 
satisfactory for the production of antigen for the detection of agglu¬ 
tinins bv the tube and the plate methods. 

After subcutaneous injection into cattle in doses of approximately 
200 billion organisms, the strain has been isolated from the circulating 
blood up to the twenty-second day, and from the subcutaneous tissues 
near the point of injection at 14 and 24 days. When injected sub¬ 
cutaneously into pregnant cows, it may produce typical brucellosis 
with transient bacteraemia, exudative and necrotic placentitis, with 
the discharge of large numbers of the organisms in uterine material at 
the time of parturition. 

Uattle vaccinated with strain 19 while nonpregnant have been kept 
closely associated with nonvaccinated cattle for over 3 years without 
any evidence of the transmission of infection to the nonvaccinated 
animals. 

The vaccination of mature nonpregnant heifers produced, for at 
least 2 years, a very definite resistance against the effects of exposure 
from introducing 1 h billion virulent Br. abortus into the conjunctival 
sacs. This resistance may be overwhelmed when larger doses are 
introduced into the conjunctival sacs, followed by vigorous massage of 
the eyelids. 

Infection of adult cow s with a indent strains of Br. abortus produced 
a stronger resistance to subsequent infection than was produced in 
younger cattle by vaccination with strain 19. 

The data on results of vaccination between the ages of 4 and It) 
months are too meager to permit definite interpretation, but they 
tend to indicate that the agglutination titer usually vanishes within 
a year and that only a small percentage of such animals are suffi¬ 
ciently protected to withstand severe conjunctival exposure w T hen 
they are maintained on the low vitamin A intake available in the fall 
and winter months on the average California, coast range. 

The results from hemoeultures indicate that calfhood vaccination 
with strain 19 tends to inhibit the bacteraemia that frequently follows 
conjunctival exposure of cattle with virulent Br. abortus. 
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FURTHER STUDIES ON THE INTERRELATIONSHIP OF 
INSECTS AND FUNGI IN THE DETERIORATION OF 
FELLED NORWAY PINE LOGS 1 

By J. G. Leach, associate plant pathologist , L. W. Orr, formerly instructor in forest 
entomology, and Clyde Christensen, assistant forest pathologist , Minnesota 
Agricultural Experiment Station 2 

INTRODUCTION 

In an earlier paper 3 the authors outlined plans for a study of the 
interrelationships of insects and fungi in the deterioration of felled 
timber and described the association of two species of bark beetles with 
two species of blue-staining fungi. In this paper are recorded obser¬ 
vations and experiments on several species of wood-boring beetles and 
their influence on the development of heart rot in felled Norway 
pine logs. 

METHODS AND PROCEDURE 

Tt will be necessary here only to describe briefly the general plan of 
the experiment. For further details the reader is referred to the earlier 
paper. 3 On May IS and 19, 1931, 56 logs of Norway pine (Pinus 
rest now Ait.), 7 to 12 inches in diameter and 40 inches in length, were 
cut. They were divided into 5 series of 8 logs each and a check series 
of 10 logs and were given the following treatments: 

A. No treatment; not caged (check series). 

B. Ends and limb scars disinfected with a 2-per cent aqueous solution of ethyl 

mercury chloride, then sealed with roofing pitch and covered with burlap; 
not caged. 

C. Same as series B, but enclosed in a cage of 18-inesh aluminum-coated screen 

wire. 

D. No end treatment, but enclosed in a cage of 18-mesh screen wire. 

E. Ends and limb sears sprayed at frequent intervals during the first two summer 

seasons with a 2-percent aqueous solution of ethyl mercury chloride; not 
caged. 

F. Same as series E, but enclosed in a cage of 18-mesh screen wire. 

After treatment the logs were placed in position on supports a few 
inches above the ground under a slanting roof of laths providing 
approximately 50 percent shade. The end treatments were intended 
to prevent fungus infection by wind-borne sporek and the cages were 
to exclude insects and any fungi that they might introduce. The 
nontreated and noncaged logs of the check series were exposed to both 
insect attack and wind-blown fungus spores. By observing the rela¬ 
tive amounts of decay and insect infestation in the logs of the different 
series it was hoped that some indication of the influence of insect in¬ 
festation on the development of decay could be obtained. 

J Received for publication Nov. 24, 1936; issued August 1937. Pa|>er no 1461 of the Scientific Journal 
Series of the Minnesota Agricultural Experiment Station Coojierative investigations b> the Division of 
Plant Pathology and Botany and the Division of Entomology and Economic Zoology Supported m part 
hy a grant from the research funds of the Graduate School of the University of Minnesota. 

3 The authors express their appreciation to Dr Alexander C. llodsoti for his assistance in checking the 
identity of the insect si>ecfes mentioned in this paper and for critically reading the manuscript. 

3 Leach, J. G , Orr, L, W , and Christensen, C\ the interrelationships of hark beetle* and 
BLUE-STAINING FUNGI IN FELLED NORWAY 1INE TIMBER JOUT. AgT. Research 49. 315-342, illllS. 1934. 
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Ill addition to the above experiment, other logs were cut, caged, and 
treated as in series C and F. Into those cages varying numbers of 
different species of insects were introduced. In this way the develop¬ 
ment of individual species of insects and associated fungi was studied 
without being complicated by the presence of other insects or fungi 
These served also as material for studying the various stages in the 
life cycle of the insects. 

GENERAL OBSERVATIONS ON INSECT ATTACKS AND FUNGUS 

INFECTIONS 

Bark beetles were the first insects to attack the experimental logs. 
The development of two species of these beetles and their association 
with certain blue-stain fungi have been described. 3 Shortly after the 
bark beetles had entered the logs, several species of wood-boring 
insects made their appearance. The most prevalent of these were the 
eerambveid beetles Afonochamus scutellatvs (Say), and At. notatus 
(Drury), and two buprestids, Chalcophora rirgitiiensis (Drurv), and 
Chrysobothris dentipes (Germar). The activities of these species and 
their relation to the development of wood rot in the logs are described 
in this paper. 

In addition to these, a few other species were found in the logs in 
varying numbers. Since, most of the latter group confined their 
activities to the bark and outer layers of the sapwood and made their 
appearance after the logs were thoroughly infested with bark beetles, 
no direct association with any specific fungus could be observed. A 
few experiments were made with some of these insects in caged and 
sealed logs, but no clear-cut associations with fungi were established. 
The most prevalent of these insects were the following: 

1. Rhagium lineaturn Oliver. This was common in most of the unwaged logs. 
Development, was confined to the inner hark and outer sapwood. Numerous 
and varied species of fungi were isolated from the frass and tunnels, but no one 
species w’as consistently present, and since all the surrounding tissues had been 
thoroughly infested by secondarv fungi, no definite associations could be detected 

2. Ht/lobius congener D. T., S., and M., a weevil, was found in several of the 
exposed logs. The weevils were usually near the ends of the logs and made their 
tunnels in the inner bark and the surface of the sapwood. Their activity was 
very limited and there was no consistent decay or discoloration of the sapwood 
associated with them. Although the frass found in the pupal chambers w r as 
frequently contaminated with numerous molds, these usually could be detected 
only by culturing. It is to be concluded that these insects have little or no effect 
on the development of fungi in the logs. 

THE RELATION OF MONOCHAMUS SCUTELLATUS AND M. 

NOTATUS TO THE DECAY OF HEARTWOOD 

Monochamus scutellatvs and M. notatus wore the most prevalent 
wood-boring insects found in the logs. From 2 to 15 larvae of these 
species were found in nearly every log that was not caged. Both 
species were present, AI. scutellatus being the most abundant, but it 
was not always possible to distinguish the species in the larval stage. 
Their life histories and activities in the logs were essentially similar. 
For these reasons they are considered together in the following dis¬ 
cussion. Observations and experimental data showed that the 
presence of these insects in the logs markedly influenced the rate of 
decay of the heartwood. 

* Leach, .T. (> , Orb, L. W., and Christensen, O tiie interrelationships of bark hketx.es and 
B LUE-STAINXN G FUNGI IN FELLED NORWAY FINK TIMBER. JOUT. Agr Research 40: 315 342, lllUS. 1934 
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These species of Monochamu s infest freshly felled pine logs or pine 
trees that have been killed or severely injured by some other agency. 
The adults are elongate, somewhat cylindrical, black or brown beetles 
about 1 inch in length. Individuals of each species differ considerably 
in size and color. The females are somewhat lighter in color than the 
males and are marked with irregular grayish-white spots (fig. 1, B). 



Kn.rii* 1.- 'Monochitmu* scuteUatus 1, Male, X N, \ female in the act of chewing an egg niche in the 
bark of a Norway pine log; X h. <\ Three egg niche*; XI'i IK Three Monochamus eggs exposed by 
removing the bark around a niche, X 2‘ v K, A young Monochamus larva feeding in the bark of a Norway 
pine log, X 1 H. 

Tho antennae of the males are somewhat longer than those of the 
females. The adults emerge from infested logs in spring and early 
summer. During a flight period of several w r eeks they feed upon the 
leaves or green bark of pine twigs. Oviposition reaches its peak 
shortly before midsummer. The eggs are deposited in slits that the 
females make in the bark with their mandibles (fig. 1, C). The slits 
extend into the living inner bark, and from one to three eggs are 
deposited in each slit (fig. 1, D). The larvae emerge from the eggs 
and tunnel in the inner bark and cambium region (lig. 1, E). If 
more than one egg hatches, usually only one larva survives, probably 
because of cannibalism. As the larva increases in size the excavation 
is enlarged and extends for a depth of a few millimeters into the 
sapwrood (fig. 2, ^1). As the larva approaches maturity, it turns 
inward and bores an ovoid tunnel through the sapwood and into 
the heartwood for a considerable depth. Before pupation, the 
larva turns and bores toward the upper surface of the log. The pupal 
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chamber is formed about 1 inch below the surface. When the adult 
is formed it bores out its own emergence tunnel and emerges usually 
at or near the upper surface of the log through a round hqje about 
one-quarter to tliree-eighths of an inch in diameter (fig. 2, B), The 



Figure 2 .— A, Portion of a Norway pine Jog with hark removed to show feeding and penetration tunnels 
of two Monochamux larvae, 11, section of a log (center section of log 3 1 !) showing i>cnetration and exit 
tunnel of a Monochamus beetle Note the decay that invaded the heart wood through the tunnel in a 
radial and tangential direction and spread for a considerable distance up and down the log. 

time required for completion of the life cycle varies from 1 to 3 years. 
It is a significant characteristic of this insect that the larva tends to 
keep the tunnel clear of frass and chips by casting these out through 
holes that it makes in the bark (fig. 3, B). 



Figure 3 —A, Fruiting bodies of Pcniophora gigaiVca formed on the lower side of one of the exiierimenial 
logs; 11, pile of frass pushed out of the tunnel of a Monochamu a larva. Monochamm larvae keep their 
tunnels open by pushing all frass out through a hole made in the bark. 


Graham, 4 in a study of the ecology of insects in felled logs, observed 
that wood rots were commonly associated with the tunnels of this 
insect, and suggested that the open nature of the tunnels offered ideal 
conditions for infection of the logs with wood rots. That there is some 
relation between infestations by these beetles and the decay of the 
heartwood is clearly demonstrated by the results of the present experi- 

4 Graham, a. A. the felled tree trunk ah an ecological unit. Ecology 0: 307-411, illus, 1925, 
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ment. In tabic 1 are given the summarized data on the two series of 
logs showing the wood-boring insects present and the corresponding 
amount of lieartwood decay for each treatment. One of these series 
was examined in August 1933 and the other in September 1934, three 
and four summer seasons respectively after the beginning of the experi¬ 
ment. The insect counts were made immediately after the bark was 
removed from the log. The amount of lieartwood decay was deter¬ 
mined by measuring the area of decayed lieartwood exposed in repre¬ 
sentative logs of each series when cut in cross or longitudinal sections, 
as shown in figure 4. The areas were measured with a planimeter and 

J B C D 
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calculated in terms of percentage of the total area of lieartwood 
exposed in the section. A study of the table will show that there is a 
fair degree of correlation between the number of wood-boring insects, 
especially Monochamvs spp., and the amount of lieartwood decay in 
the log. The correlation is shown more clearly in figures 5 and 6. It 
will be noted that the greatest lack of correlation is in series D and F. 
The logs were caged in both series. In scries D the ends were given no 
treatment and in series F the ends were sprayed with ethyl mercury 
chloride at intervals during the first two summer seasons but received 
no treatment afterward. Bv the time the logs were examined the ends 
were badly checked, the (‘racks extending far into the lieartwood; 
and it was obvious that the wood rot- had spread from the sapwood 
deep into the lieartwood through these cracks. In practically all 
cases in these series, as well as in series A, where the ends were exposed 
also, the amount of decay in the end sections was much greater than 
in the center sections. These differences are shown in figures 5 and 6, 
where the percentages of decay in the end sections are compared with 
those of the center sections. 

The significance of the exposed ends and the deep checks that 
formed on the exposed ends can be more fully appreciated when they 
are considered in connection with the relative rate of spread of the 
decay in different directions in the lieartwood. It was not possible 
to make carefully controlled measurements of the rate of spread of 







July 16, 1937 


Deterioration of Felled Norway Pine Logs 


135 









Ser/ej 



Fhji he 6 . -Heartwood decay and inject infestation m logs examined after exposure for four seasons. Sep¬ 
tember 1934: -1, Total decay for each log, B, total decay for logs in each series; (\ larvae of Monochamu* 
spp. found in each log; D, larvae of Monochamu* spp. found m logs in each series; K, percentage of decay m 
end sections of logs; F, percentage of decay m center sections of logs. See text for of description treatments 
used in each lettered scries. 
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decay in the logs; but when the logs were cut and examined, it was 
perfectly obvious that the decay in the lieartwood spread very much 
more rapidly in a longitudinal direction than either radially or tan¬ 
gentially. This difference was less marked in the sapwood, which 
was nearly always completely decayed before any appreciable decay 
appeared in the lieartwood. Thus, in the logs with sealed ends, 
there was much less sapwood decay and the decay spread from the 
sapwood into the heart-wood by radial growth very slowly except 
where it followed insect infestation. 

Takle \.-—Th(i amount of infestation by wood-boring beetles and the amount of 
lieartwood decay in the experimental logs 
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Tt will be observed that the amount of heart-wood decay was less, 
and the number of Monochamus beetles was smaller, in the logs with 
sealed ends than in those with exposed ends. Nevertheless, within the 
series comprising logs with sealed ends, there is a close correlation 
between the number of Monochamus beetles and the amount of heart- 
wood decay. The greater amount of lieartwood decay in the logs 
with exposed ends was obviously caused in part by the increased 
opportunity for infection through the ends. However, the moisture 
content of the sealed logs was much higher than that of the logs with 
exposed ends and probably made the conditions less favorable for both 
insect and fungus. The moisture content of the logs was not measured 
after the first year, but during the first year the average loss in weight 
of the logs with exposed ends was 10.69 percent, and that of the logs 
with sealed ends only 1.75 percent. A somewhat similar difference 
was probably maintained during the remainder of the period. The 
moisture content of the caged logs was slightly higher than that of 
the logs not caged, but it was not high enough to inhibit the develop¬ 
ment of decay. During the course of the experiment the progressive 
development of the insects and decay was studied in additional caged 
logs in which a known number of insects were introduced. In these 
caged logs the decay of the heartwood in association with Monochamus 
larvae developed equally as well as it did in the exposed logs used in 
the comparative test. 
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The principal fungus causing the decay of the heartwood was 
Peniophora gigantea (Fr.) Massee. Numerous isolations were made 
from decayed heartwood, including many adjacent to the tunnels of 
Monochamus larvae, in various stages of development, and this species 
was most frequently isolated. Poly poms anceps Peck, Polyporus 
abietinus (Dicks.) Fries, and Merulius sp. were sometimes isolated, 
but these were very rare. The fruiting bodies of P. gigantea were 
formed on the lower side of all logs that showed an appreciable amount 
of decay (fig. 3, .1). This fungus has been recognized for a long time 
as the cause of sapwood decay of coniferous wood but has not been 
considered as seriously a fleeting heartwood. Although growing more 
slow r ly on heartw r ood than on sapwood, it is obvious from these 
experiments that it must also be considered us a factor in heart- 
wood decay. 

Although figures 5 and fi show’ that there is a relationship between 
the amount of heartw T ood decay and infestation by the Monochamus 
beetles, the most striking proof of the association is obtained by 
examining the insect tunnels and the areas of heartw r ood decay as 



Kim it* 7 - 1, The if*nfrr section from lop 45, showing two areas of decay in the heartwood that wore 
closeh associated with Munuchumus tunnels li. The center sect urn of lop 4,s, caged to exclude insects, 
showing absence of <lecu>. In till other respects similar to lop 45 (The ie\crse side of the center sec¬ 

tion of log 45 shown in .1. 

revealed in the logs when cut in cross section. The close association 
of the decayed areas with the larval tunnels leaves no doubt of the 
fact that tin* decay of the heartwood is hastened by the insect infesta¬ 
tion. This close association is well illustrated in the center sections 
cut from logs 39 and 45, shown in figure 2, B , and figure 7. The 
total amount of decayed heartwood resulting from each insect tunnel 
is not evident when seen in cross section. It is only bv determining 
the extent of spread in a longitudinal direction that the total volume 
can be estimated. In log 39 (fig. 2, B) the decay extended more than 
20 inches, and in log 45 (fig. 5) it extended the entire length of the 
40-inch log. 

The close association of heartwood decay with the tunnels of 
Monochamus larvae suggests the possibility that the insects may be 
concerned in the dissemination of Peniophora gigantea . If the fungus 
w ere introduced into the log by these insects it would most likely be 
introduced at the time of oviposition. The method of opposition has 
already been described. A large number of freshly laid eggs were 
aseptically removed from the niches and cultured on agar. More than 
half of the eggs so cultured proved to he surface-contaminated with 
fungi. The isolations were made in 3 different years. The first year 
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an unidentified species of Sporotrichum was obtained from almost 
every egg. Several miscellaneous fungi were also obtained. These 
included Penicillium , Cladosporium, Macrosporium , Fusarium , and 
several kinds of yeast. In subsequent years the Sporotrichum was 
rarely found, and no other fungus was obtained with any degree of 
consistency. No culture resembling Peniophora or any other nasidi- 
omycete was obtained. 

Some of the eggs proved surface-sterile; and when the larva hatched, 
it also was sterile. Paraffin sections of eggs and young larvae were cut 
and stained, and here also no indication of internally borne fungi was 
found. 

Cultures were made from the mouth parts and ovipositors of egg- 
laying females. These yielded yeasts, bacteria, and the usual assort¬ 
ment of molds; but 
no Basidiomyc e t e s 
were found. Cul¬ 
tures made from the 
frass of young larvae 
in sound sapwood 
also failed to yield 
the wood-r o 11 i n g 
fungus. These re¬ 
sults led to the con¬ 
clusion that these 
insects are of little 
or no importance in 
the dissemination of 
Pc it tophora <j iga n tea 
or other wood-rot¬ 
ting fungi. P. <ji~ 
gaiitca , which fruits 
abundantly on the 1 
bark of decaying 
pine logs, is prob¬ 
ably wind-dissemi¬ 
nated, gaining access to the sapwood through holes in the bark 
made by insects or other means. Once under the bark, it finds the 
sapwood a favorable medium for growth. The sapwood is rapidly 
decayed, but the rate of invasion of the fungus is greatly decreased as 
soon as it reaches the heart wood. It can advance only very slowly in 
a radial or tangential direction unless aided by the larvae ol Mon - 
ochamu $ spp. or similar insects or by checks or cracks in the heart- 
wood. The Monochamun larvae bore through the decayed sapwood 
and penetrate deep into the heartwood. The tunnel is a favorable 
place for fungus growth, and the larva, by frequent movement from 
one end of the tunnel to the other in pushing out its frass, is obviously 
a very effective aid to radial invasion by the fungus. Radial pene¬ 
tration having been effected, the fungus spreads rapidly through the 
heartwood in a longitudinal direction. It may be concluded, then, 
that Monocliam us xcut.eUatm and M. notatm are of little significance 
as agents of dissemination and inoculation of P. gigantea , but that in 
the larval stage they greatly hasten the invasion of the heartwood by 
the fungus. 



Figure S.—Chrysobothrm denhpes: A, Fomale on bark of a Norway 
pine Ion; X I'U. Ji, The same in the act of ovipositing in a crevice 
ju the hark; X 1*4 (\ A longitudinal section through a tunnel 

.showing pupa, X Ui*. Note the frass tightly packed in the tunnel 
The closed nature of the tunnel resulting from the nonremoval of 
frass probably accounts, in part, for the slight influence of this insect 
on the development of heartwood decay. 
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THE RELATION OF BUPRESTID BEETLES TO THE DECAY 
OF HEARTWOOD 

It will be noted in table 1 that a considerable number of buprestid 
larvae were found in the logs. These consisted mainly of Chryso- 
bothris dentipes (fig. 8), a smaller number of Chalcophora virginiensis , 
and several larvae of an unidentified species. There is very little 
correlation between the number of these beetles in a log and the 
amount of lieartwood decayed. An examination of the tunnels made 
by these larvae also reveals no consistent association with the decayed 
heartwood. 

The buprestid beetles lay their eggs in crevices under the outer 
bark. The eggs hatch and the young larvae bore into the inner bark 
and feed for most of their developmental period in the cambium 
region. Later they burrow into the sapwood and occasionally pene¬ 
trate the heartwood but usually they do not go so deep as the Mon - 
ochamus larvae. They develop more slowly and often do not pupate 
the first season; 2 or 8 years are required for completion of the life 
cycle. 

The activity of these larvae differs from that of the Monochamus 
larvae, chiefly in the disposition of frass. This difference probably 
accounts, to a large extent, for the limited influence of the buprestid 
larvae on heartwood decay. The buprestid larvae, unlike the Mon - 
ochamus larvae, do not remove the frass from their tunnels. The frass 
is packed in the tunnel behind the larvae as they advance. The 
tunnel is always closed and the larvae do not move to and fro in it (fig. 
8, C). Cultures made from the frass taken from buprestid tunnels 
yielded a variety of yeasts and molds. No Peniophora or other Basidi- 
omyeete was isolated from buprestid tunnels, while Peniophora 
gigantea was abundant in the tunnels of Monochamus larvae. 

The failure of the wood-rotting fungi to develop in the buprestid 
tunnels may be due to several factors. The moisture content of the 
frass filling the tunnels is usually very high and may be too high for 
good growth of the wood-rotting fungi. The wood adjacent to the 
t unnels also is usually rather moist. Tunnels filled with closely packed 
frass obviously offer less opportunity for loss of water from the 
adjacent wood. It is also possible that the yeasts and molds found in 
the frass or possibly some excretory product of the larva inhibits the 
development of the wood-rotting fungi. 

DISCUSSION 

When a Norway pine tree is felled, it immediately becomes suscep¬ 
tible to insect invasion. The first insects to attack the felled logs are 
bark beetles. As previously shown, 6 these insects introduce yeasts 
and certain blue-staining fungi. The life cycle of the bark beetles is 
short and they are found in the log only one season. Certain wood¬ 
boring beetles also attack the log soon after it is felled. The life 
cycle of the wood-boring beetles is longer, and these insects may be 
found in the logs for 2 or 3 years. During this period practically all 
of the sapwood and much of the heartwood of infested logs decay. 
No evidence has been obtained in this study to indicate that the 
wood-destroying fungi are introduced by the wood-boring beetles, but 

* Leach, J. (J , Orr, L. W„ and Christensen, C. See footnote 3. 
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the two species of Monochamus do hasten the decay of the lieartwood 
by providing a means for more rapid advance of the fungus or fungi 
through the wood in radial and tangential directions. The fungi, 
without such aid, spread very slowly in the lieartwood radially and 
tangentially but more rapidly longitudinally. Thus the insect infes¬ 
tation, by hastening radial and tangential invasion, greatly increases 
the rate of lieartwood decay. Here we have an unusual insect-plant 
disease relationship. The insect has no part in the usual role of 
dissemination or inoculation but is actively concerned with the process 
of invasion. 

The other species of insects observed in the logs generally confined 
their activities to the inner bark and outer layers of the sapwood. 
Usually they do not appear until this region is thoroughly infested by 
miscellaneous fungi; they apparently have very little influence on the 
decay of the log. 

SUMMARY 

As a part of a study of the interrelation of insects and fungi in the 
deterioration of Norway pine logs, the changes occurring in felled logs 
during the second and third years after felling were studied. During 
this period, in fully exposed logs, the entire sapwood and a considerable 
portion of the lieartwood were decayed. Peniophora, gigantea was 
primarily responsible for the decay of both sapwood and lieartwood. 

No evidence was obtained to sliow r that this fungus w as dependent 
upon insects for dissemination or digression. It is apparently dissem¬ 
inated readily by wind and may enter through cracks in the bark or 
through holes made by several species of insects. 

The decay develops very rapidly in the sapwood but advances more 
slowly in the lieartwood. Its spread in the lieartwood is especially 
slow radially and tangentially but is more rapid in a longitudinal 
direction. 

Several different species of insects w ere found in the logs during the 
period. Two species of cerambvcid beetles (.Monochamus scutellatus 
Say and At. notatus Drury) and tw r o species of buprestids ( Chryso- 
bothris dentipes tJermar and Chaleophora rirglniensis Drury), were the 
most prevalent wood-boring beetles. 

There w r as a fair degree of correlation betw een the number of Mono¬ 
chamus beetles in the logs and the amount of heart-wood decayed. 
The larvae of these insects appear to hasten the decay by facilitating 
the radial and tangential invasion of the lieartwood by Peniophora 
gigantea. The open larval tunnels formed by these insects are espe¬ 
cially favorable for the spread of the decay. 

The buprestid beetles have little influence on the rate of decay of 
the lieartwood. The closed buprestid tunnels appear to be less suited 
for the spread of decay, and possibly this condition is largely respon¬ 
sible for the failure of these insects to influence the rate of decay. 

Other species that inhabit the bark and outer layers of the sapw r ood 
appear to have little influence on w r ood decay. 



STUDIES ON THE INHERITANCE AND DEVELOPMENT 
OF FRUIT SIZE AND SHAPE IN THE TOMATO 1 

By A. F. Yeager 2 

Chairman of the department of horticulture and forestry , North Dakota Agricultural 

Experiment Station 

INTRODUCTION 

The investigation described herein is concerned with the inheritance 
and the development of fruit size and shape in tomatoes. Locule 
number of the fruit, because of its apparent association with size and 
shape, was given special attention. 

HISTORICAL REVIEW 

The tomato was one of the early plants used in genetical studies after 
the rediscovery of Mendel’s law, and shape was among the first 
characters mentioned. Hedrick and Booth (4) 3 as early as 1907 
listed a shape factor. (Price and Drinkard (14) mention round as 
dominant to pear shape, round-conic dominant to round-compressed, 
two-celled fruit dominant to many-celled, and smooth surface dominant 
to rouglO 

Various hypotheses have been advanced as to the number and 
relation of genes to size and shape. Frimmel (2) held that fruit size 
is complex, depending on carpel size and the degree of fasciation, with 
carpel size intermediate in Fj, and fasciation recessive. Lesley and 
Rosa (7) stated that oblateness is inevitable for size. Lindstrom 
((S’, 11) reported genes Pp and Yij linked with a major size factor. 
Later (.9, 10) he suggested as allelomorphs oval, round, and oblate 
linked with I>d and Pp, and reported shape and size correlated. 
Ma'*Arthur (13) gave 10 linkage groups involving 20 genes, but did 
not include locule number as one of these. Currence (1) reported 
significant association between fasciation and fruit .size, suggesting 
that factors affecting fruit contour probably also affect size. 

Sinnott (V 7), working with Cucurbitci , traced the histological 
development of shape and size. He found shape determined in the 
earliest priinordia of the pistillate flower, and that cell division had 
ceased at the time of unthesis, f Nought aling’s (A) studies with tomato 
have supplied the reason for the correlations between ovary and fruit 
measurements reported by Hackbarth et al. (3) in crosses between 
Lyxo per* icon Mill . esculenhim and L. racemigerum . j She found that a 
differential rate of growth occurs at earliest primordia, ceasing in 
L. esculevtum at anthesis, at which time cell division is complete. 

There has been some confusion in the use of terms. The fasciation 
reported by Frimmel (2), Warren (18), and Iloughtaling (/I) evidently 

1 Received for publication Dec. 14,193(1; issued August 1937. Taper no 24 of the Journal series of the 
North Dakota Agricultural E\i>eriment Station. 

2 Acknowledgment: In the pursuance of this investigation and the preparation of this manuscript, the 
invaluable advice and assistance of Dr E W. Lindstrom have been freely given and are gratefully acknow I- 
odged. 

3 Reference is made by number (Italic) to Literature Cited, p, 152. 
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refers to an increase in the number of loonies or, as Price and Drinkard 
04) call them, cells. On the other hand, Currence (7) and Mac Arthur 
{12) refer to rough fruit without regard to locule number. Such 
confusion is easily accounted for by the fact that in the many-loculed 
fruits roughness is much more easily seen. 

MATERIALS AND METHODS 

The seed stocks used in this work were procured from the following 
sources: The department of genetics, Iowa State College; the depart¬ 
ment of horticulture, North Dakota Agricultural College; and com¬ 
mercial seedsmen. Fruit shape, i. e. polar and equatorial diameter 
ratio, was determined, unless otherwise stated, by the use of calipers. 
Locule number was determined by sectioning. Ovary measurements 
were made by the use of a low-power microscope and an eyepiece 
micrometer. Wherever possible, the mean of 10 fruits w T as used in 
determining fruit and ovary shape and locule number. 

In this investigation the locule number will be dealt with, the 
suggested gene symbols Lc (few) and !c (many) locules being used, 
as distinct from the Ff (rough fruit or fasciation) genes. 

For shape, o (oval) will be used to indicate a polar diameter 1.2 or 
more times the equatorial diameter, 0 (round) for a ratio of 0.95-1.2, 
and O' (oblate) for a ratio less than 0.95. 0' is used for convenience 

only, inasmuch as the existence of this suggested allelomorph has not 
yet been proven. 

Standard error rather than probable error is used. In all correla¬ 
tions, one asterisk (*) indicates a significant correlation and two 
asterisks (**) a highly significant one, as calculated from table lfi of 
Wallace and Snedeeor (/7). 

The following known genes are involved in this study: 

J)ri standard-dwarf plants. 

Oo oblate-oval fruits. 

Ss simple-compound flower cluster. 

Rr red-vellow fruit. 

Yy yellow-clear skin. 

Spsp indeterminate-determinate plant. 

Cc cut-potato leaf. 

Aa purple-green stem. 

12 green-1 utescent foliage. 

EXPERIMENTAL PROCEDURE 

SIZE, SHAPE, AND LOCULE NUMBER CORRELATIONS 

Quantitative characters may often best bo studied by determining 
whether they are associated with qualitative ones. It was decided to 
approach locule number in this way. Crosses were therefore made in 
which the parental stocks differed in locule number and in other 
characters which could be separated readily. F 2 and backcross prog¬ 
enies were then classified according to these, and their relation to 
mean locule number determined. 

In table 1, under A, B, and C, such tabulated F 2 generations and 
backcrosses will be seen. In these it will be noted that there is a 
significant association between locule number and the first-chromo¬ 
some-linked genes Dd Oo Ss, but no association with the Rr genes. 
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In B, the baekcross population is divided into two classes 0 and O', 
rather than 0 and o, because the plant used in test crossing was oblate, 
producing when crossed with o a roufld fruit, and when crossed with 
0 an oblate fruit. 

Populations D, E, F, and G show “dwarf” coming into the cross 
associated with many locules which is the reverse of the crosses in 
A, B, and C, but again there is no significant association with Hr and 
Cc. Population H involves Yy, and here again there is no evidence 
of association. This close association between genes of the first 
chromosome and locale number does not, however, prove the existence 
of any gene for locule number. Locale number might perhaps be an 
indirect effect of the shape gene, or of size previously reported as asso¬ 
ciated with first chromosome genes by Lindstrom (10). 


Table 1. Association of rcrtain tomato character istics with locale member 
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1 The capital letters A-H refer to populations; the numbers in paieuthesis to t he 'strains of tomatoes used. 

As a means of studying the relationship of locule number to shape 
and weight of fruit, correlations were calculated between these 
characters in several F , and baekcross populations. These are shown 
in table 2. Under populations A and B the larger parental varieties 
have the greater number of locules. The progenies in every case 
exhibit highly significant correlations between size and locule number; 

, /equatorial diameter \ . , . , . , , . , 

shape^^—j—jand locule number; and shape and weight. 

This is true even under A wiiere the large inany-loculed parental 
variety has oval fruits. No explanation for this is offered at this 
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point. It is mentioned merely to emphasize the point that there is 
a strong tendency for many-loculed fruits to be oblate. 


Table 2. — Correlations 1 between IocaiIcs, weight , and shape in various F 2 and 

backcross populations 


Population and 
number of plains 


A 207 .. 

B 70 . 

C-28 . 
])-47 _ 

E-ir... . 



Weight 

and 

locule 

number 

Weight 

Podigreo 

and 

shape 

(Ohio Hedl large,ovnl/r , 

* Yellow Cherry) sirull. round Lc 2 ' 

*♦0 70 

**0 30 

(Oxheart) largo Ir ^ 

(Yellow Cherry) small Lr 2 

**.51 

** 37 

(10 large o Lc 
(30) small O lc 2 ’ 

.32 

00 

00 large <> Lc large O Ir 

l.tfw small O lc x ^ Targe Ole 1 

.17 

no 

(10) large n Ic largo O lc j 

(30) small OP * ' lai geO/c - -- j 

15 

* 58 


Locule 

number 

and 

shape 


* 0 . 12 
** -17 
** 85 
* 31 
.40 


1 *-.stgniMea»t correlation, **=lughlv significant 


Data from crosses between comparatively large tomatoes with few 
locules and smaller many-loculed ones would seem to afford some 
possible clue to the causal relationship between size, shape, and locule 
number. Small, many-loculed varieties not being available an 
attempt was made to produce them. Crosses were therefore made 
between Bison, a large,many-loculed oblate tomato, and Red Currant, 
a few-loaded, round one; and also between Bison and Yellow Cherry. 
These, carried through several generations, did give pure oblate 
strains with many locules which had smaller fruits (42 g.) than those 
of the largest two-loculed oval varieties (56 g.). The synthesis of 
such a line indicates that locule number is not a. mere secondary effect 
of size. These synthesized lines did not, however, have smaller 
locules than those of the small two-loculed parent, but carried a larger 
number of similar sized locules and the fruits were therefore not as 
small. Likewise, the large two-loculed variety, while very large for 
a two-loculed sort, did not equal the weight of the common, many- 
loculed, large fruits except in weight per locule. 

Under C in table 2 arc found the F 2 results of the cross between a. 
small, many-loculed and a large, few-loculed tomato. Jn determining 

i ij.-j.-i j- -/equatorial diameter\ , 

shape correlations the ratio of ^ polar ""diameter is used as a 

a shape index, with classes from 0.60 to 1.80 at 0.10 intervals. Under 
D and E are found the Fj results of such a cross backcrossed to large, 
many-loculed forms. It may be noted that while correlations exist, 
they are small in the case of weight and shape, except under E where 
the population is small and the correlations are not highly significant. 
The correlations between locules and weight are likewise not signif¬ 
icant under C, D, and E where the smaller parent is many-loculed. 
This is in contrast to A and B where the large-fruited parent, is many- 
loculed and where such correlations are highly significant. 

Partial correlations may be used in studying the relation between 
size, shape, and locule number. Such correlations as those presented 
in table 3 show that when the parental Ic stock is the smaller-fruited 
the correlation between shape and locule number is practically 
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unchanged if weight be eliminated; that the correlation between locules 
and weight likewise remains about the same when shape is eliminated, 
but that the correlation between weight and shape becomes negative 
when locule effect is removed, thus indicating that weight and shape 
are associated because of their mutual association with locule number. 
These data throw much doubt on the possibility of oblate shape being 
the cause of large size. A possible hypothesis would be that the small 
locules in the oblate parent tend to remain associated with oblateness 
in the progenies and to cause the oblate tomatoes in the F 2 and test 
crosses to be smaller, while the many locules carried by the same parent 
tend to increase the size of tomatoes possessing this character. 

Lindstrom (8) concluded that locule number did not appreciably 
inUuence fruit weight, with equatorial diameter held constant. Since, 
however, equatorial diameter itself is a measure of size and perhaps 
also partly the effect of locule number, the shape index is used in this 
study instead of equatorial diameter. While the data of table 3 show 
significant correlations between locule number and weight, these are 
not so large as those between locule number and shape. This pheno¬ 
typic association of locule number and shape has led to the work on 
the inheritance of locule number set forth later in this paper. 

Tahlk 3. -Simple and partial correlations between 1 number of locales , weight and 
shape ‘in t' 2 populations and backcrosses invoicing small oblate many-loaded and 
large oval d-loctiled tomato varieties 


j Locules 


Locules , 


i'opulal ion. 
numlier of 
plains 

Pedigree 

Locules 

and 

shape 

and 

shape 1 
(weight 
elinu- 

Locules 
and 1 
u eight j 

and t 
w eight 
(shape i 
eliim- ; 

Weight 

ami 

shape 




nated) 


nated) 


\ -K7 

1 III large 1 a ' 0 

uo j mii. di n <y 

1 **(» HI 

-o si; 

**0 17 

—0 41 ; 

*•0. 3’ 

H U 

00 him / < o 
(35 ' small h O 

**. 05 

**, 55 j 

1 ** 08 

- 59 

- 11 

t J'*' 

(10 large k< « 

(30) small hO 

M H r » 

** 01 1 

32 

*• 70 

- 00 

l> 201 

dO large Lc o , large U n 

(30) small Ic 0 * <,,(l larpc U o 

1 ** 70 

•• 79 

** 49 , 

— 05 

03 

L 70 

(10' larpc Lc <> larpc Ic o 

( C>) small /c O y larpc Ic o 

: *•. 

** yj 1 

1 *• 02 

1 

- 09 

- 10 

Y 17 . 

do large Lc o larpc lc O 

i -wo small /( O x * larpc Ic b 

* 31 

* 11 

17 

18 : 

00 

*j r .s 

() *>) /r a / p lc n 
(Mi 1 a () ' * Ic a 

: -7« 

— 79 

— 09 

— 09 

•* is 


\\ eight 
and 
shape 
(locules 
elimi¬ 
nated) 


-0 Jft 
- Ot 
M - Mi 
•*-. 50 
5<> 

•*- 00 
**- 85 


1 M i* loot lint< 1, luhl* 2 


Figure 1 depicts the distribution of F 2 and hackcross populations 
from crosses between few-loculed and many-loculed plants. In both 
cases there are bimodal distributions with the low point falling at 3.5 
locules. This, together with the fact that in crosses between few- 
loculed varieties and many-loculed ones the Fi is two- to threc-loculed, 
suggests this as a natural point of division between Ic (many-loculed) 
and Lc (few-loculed). In the case of the F 2 , approximately three- 
fourths (133) of the population would thus be classed as Lc and one- 
fourth (49) as lc, which fits a Memialian 3:1 ratio with P—0.74. In 
the backcrosses the division of the population above and below this 
point is in the proportion of 1:1, namely 84:83. A single major gene 
for locule number is therefore proposed. 
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If locule number is due to a gene Ic, the production of an 0 Ic 
tomato should be possible. Steps were taken to synthesize such a 
variety and the outcome was successful. In the meantime a pure 
variety (no. 15) evidently having the same combination was selected 
from a strain from »J. W . Lesley of California. This was used because 
it also carried the recessives <7 and s. This form, carrying genes for 
oval with many locules, had phenotypically round fruit, according to 
hypothesis, because the added locules offset the phenotypic effect of o 
if this tomato were crossed with one carrying Lc and (), the F 2 should, 
if the hypothesis is correct and linkage not too great, give some plants 
which would be o Lc, and the fruit therefore oval. This procedure 

was followed and oval- 
fruited plants ap¬ 
peared as expected. 

A baekeross between 
the Fj and (hi, 00 , ss, 
Iclc gave similar results. 
Here oval, two-loeuled 
tomatoes appeared 
from parents both of 
which A\ere phenotyp¬ 
ically round. 

Assuming that the 
round, manv-loculed 
tomato (no. 15) did 
carry 00 but, because 
of many locules was 
phenotypically round, 
and that many locules 
are recessive to few, a 
cross between it and 
an LcLc 00 tomato 
should give in the F, 
not a round but an 
oval, few-loeuled fruit. 
Such a cross was made 
and it fulfilled expec¬ 
tations. The V> and 
baekeross populations 
disclosed no 2-loculed, 
round-fruited plants nor any many-loeuled ovals, but as the number 
of locules increased the shape changed to oblate. 

Data have already been presented in table 1 which suggest linkage 
between locule number and first-chromosome genes. Table 4 gives 
data showing the amount of this linkage with Ss and Dd. These 
furnish a basis for the location of Lclc on the chromosome map. 
Kaeli population shows linkage between Lclc and Ss with a mean 
cross-over percentage of 20.5. Between Lclc and I)d\ however, there 
is a mean cross-over percentage of 40.9. From these data it would 
seem safe to suggest that there is a gene for increased locule number 
(Iclc) linked with one for compound cluster (,s\s) and that its locus is on 
the opposite end of the chromosome from Dd. With a 20.5 percent 
cross-over value between Lclc and Ss, as calculated here, and more 
than tfO units between Dd and Ss according to MacArthur, the linkage 
bet* een Dd and Lclc should be very slight, as the figures in table 4 show. 



LOCULES (NUMBER) 


Fu.t rf I -.segregation of progenies according to locule number 
Of tho parental storks used Sunns**, Yellow Teat, and lied IVu 
were two- to three-loculed, 15 and Bison wen* four- to tive-loeuled 
Locule numbers weio obtained by securing the means of 10 fruits 
on each plant which accounts tor plants classified a* basing 2 r> 
locules per flint, etc 

A , Combined suniise^ *•’’ ( baekeiossps) 


1 He*I l'ear 
Bison 

llow Pear 1 


. /' 2 
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Table 4. —Linkage relations of lr to s and d 


PW O f/r „ 

'(l. r >) x lc * 2 - 

(Sunrise) S’ Lc * lr 
( 15 )"a Ic XU ' j sic 

(Sunrise*) S Lc 
(Tii) .v ic 2 
(20) Sic 

hi) sic 12 - - 

(Red IVar) S Lc s Ic 
(15)V/f XU *’'x/c 
(Red Pear ) >S Lc .. 

0-"») * /c * a . 


h 

sic 

j * Lc ! 

j ; 

8 l( 

1 (’ross-over j 
1 \ aim* | 

l 

X d 2xn 

p% 

J 48 

1 

3 

! r > 

9 

| 

0 1124:0 020 

2/j 7 

0.01- 

« 

12 

14 

30 

; 2/Khb 034 

29 3 

' 

, .01- 

102 

I 

24 

15 ! 

27 

! . 2484- 039 

! 37 89 

.01- 

J 132 

1 

f>9 

37 

1 

32.'>± 0.Vi 

1 0 02 | 

.02 

Si 


| 1 ' 

2.*> 

. l.ViJb (M3 

I 

i 27.5 

| 

j .01- 

J J(M 

i 

* 

10 

20 

. 108J_ . 028 

| 01 47 

.01- 


/> Lc Die d Lc d Ic 


C"rovs-oM*r , A 3 2 xn ' 
\ aim* ! 


30 

24 

20 

*23 

0 178JL0 

o;> 

0 003 

1 

0.80 

91 

43 

20 

8 

.->014- 

or, ; 

1 

i 313 

2*j 

137 

HI , 

,72 

3 

210± . 

03 

9 820 

.01- 

11 

1 

22 ' 

14 

s 

020Jt 

00 ! 

3 ViO J 

.00 

82 

10 

32 

9 

4l8rb 

00 

322 

.00 


i ■Hinnspl ]> Lc w ,.<llc 
nr;ruTc — XM "’,i(r - 
(<unris«*) 7> Lc 
"~U5)rf/c 2 

fifi) n /c 
(»> </Lc I<2 

i lCiMi Pear) />_L< d lc 
'(l rodlc' ~ x ' ],t 'dU 
i Red Pearl D Jx 
<i:>) d ie 


1 Number m parent hoses refer- in -tram numbers 

/ J \ .due mdieates the probability of dillerenees l*emy: due to ehanee 

OVAL FRUITS NOT ALWAYS DUE TO THE « GENE 

In the study of inheritance of size and shape the Ohio Red variety 
was used because it is large in size, nearly oval in shape, and each 
fruit carries several locules. One of the first crosses made with this 
\ariety was with a tomato carrying (Id rr oo LvLc. In the F 2 from 
such a cross 04 plants among a total 2f>0 were classed as oblate, and 
75 as round. The appearance of oblate-fruited plants in the F 2 in 
crosses between these two oval varieties would indicate that the two 
ovals are not due to the same gene. Inasmuch as there was some 
possibility that the Ohio Red used in this cross was not genetically 
pure, another cross w as made between Yellow limn and a new r stock 
of Ohio Red secured from the Department of Genetics of Iowa State 
College which had been carried through several generations and found 
pure. Here again (i of the 47 plants carried decidedly oblate fruits 
and 5 were round. 

Further evidence for the belief that the large oval differs from o is 
found in the fact that while crosses between oo tomatoes and 00 two- 
loaded varieties produce an oblate Fj, Ohio Red in such cases gives an 

intermediate slightly oval 

In F 2 populations it was found impossible to lit the progeny to 
a simple Mendelian hypothesis. Multiple factors are therefore 
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suggested. Attempts to detect linkage with the genes I)d, Hr, Yg, Aa , 
LI, Cc, and Spsp failed, with the exception of Dd, and even tins was 
inconclusive, and may have been due to the association of Dd with 
differences in locule number present in the parent stocks. 

the development of shape 

In connection with the study of the inheritance of shape and size 
in tomatoes, measurements were made of the length and width of the 
ovaries at the time of anthesis, and these were compared with similar 
measurements of mature fruits from the same plants. The correla¬ 
tions between such measurements are shown in A of table f> for an F 2 
population of a cross between Yellow Fear, small-oval: and Bison, 
large-oblate. B gives similar figures for a group of plants of many 
varieties, excluding Ohio Red and Oxheart. 0 shows a cross involving 
Ohio Red. The correlation between the shape of ovary and the shape 
of the mature fruit in A and B is very striking, so great in fact that it 
seems probable that with ordinary varieties such measurements might 
be a better indication of the actual genetical constitution of the plant 
than the measurement of mature fruits, since the amount of seed and 
growing conditions have considerable effect upon the shape of the fruit 
when mature. 


Table 5. — Correlation* bet 11 ecu oeanj measurements at anthesis and mat me fruit 

measurements 


Poputation 


(Yellow JVttr)_o 

“ (Bison) 6 2 - 

B — Miscellaneous winches 

('_«»_. .0 V. 

(Ohio Red) lanrc-o\uI 


1 See footnote 1, table 2. 


Owiry and fruit conelations 1 


Blunts 

LentMli 

: 

Width , 

, 

_I 

Kttt Jo h 
w 

Su mbt i 

179 

**0 694 

♦*0 953 1 

¥ "0 923 

78 

1 *♦ 019 

**.039 ; 

** 903 

(it 1 

1 

038 

** 091 j 

**.698 



1 



These data are in line with those of Hackbarth et al. (S) who found 
a high degree of correlation between size of tomato ovaries and mature 
fruits. Iloughtaling (6) explained this as the result of a differential 
growth rate which exists from earliest primordia until anthesis by 
which time cell division is completed. Increase in size thereafter is 
due to an increase in cell size. Contrasted to this is the condition in 
Cucvrbita as reported by Sinnott and Kaiser (10), where differences in 
fruit shape exist at earliest primordia, and in Capsicum wdiere differ¬ 
ences appear after anthesis. A condition similar to that in Cucurbita 
w r as also reported in cucumbers by Hutchins (0) and in watermelons 
by Weetman (19). 

With large-oval it will be noted (0 in table 5) that length correlation 
is not significant. Measurements of the developing ovaries of Ohio 
Red revealed that at anthesis the ovary is round but that length 
growth proceeds faster than width until the fruit attains one-third its 
full length with the result that the mature fruit is oval (fig. 2, /). The 
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inference is that the differential growth rate which Houghtaling (6) 
found to cease at anthesis continues much longer in this case. Histo¬ 
logical studies showed that cell division does continue thus after anthesis. 
This is more evidence that large-oval is not the result of the o gene. 

PEAR SHAPE I f V\ \ 11 

Fear shape has been II II f / 
something of a puzzle \s_JJ f ( \\ // 

since the earliest genet- II I I II \\ 

ical work with tomato. jj II {I Jj 

It was first used as the /[ \\ JJ \A JJ 

designation for length- U 

ened fruit shape but was A i ^ 

later replaced by “oval.” B ' 

While an examination _ 

of dcvelopingo varies iv- / X ^ - f 

veals that oval shape / f \ j \ 

may be detected long be- / \ [ \ V J 

fore anthesis, pear shape / \ \ >. J 

isoftennotevidentuntil / \ J / >, 

near blooming time. At [ J ( j 

anthesis in pear-shaped V J \ J V J 

varieties, the ovaries 

have the a ppearance of ^ /r 

being molded into pear _ _ 

form by the constricting C J jr 

effect of the cone forming J J f \ 

corolla tube around the J \ -\ 

pistil. Longitudinal sec- / \ J \ l j 

tions at various times f \ l \ V A 

show that the seed eav- 1 J \ j 

ities extend internally V J V J 

into the base of the ovary q 

until theexternal, necked G If I 

appearani t is \ isible j,' i(iURE o — Development of pt»arsha|>e.. 1, Some time heforeant hesis; 
Under a hand Jens (tig. /f, at anthesis. C\ Mature fruit, note shift in location of loouie. D-G t 
9 ‘1 K S' 1 ) Fruit ahapo variations to be found on the same plant, /’and G un- 

& vt, />, i„^ doubtedly having been caused by persisting corolla tube constric- 

(reneticall v identical tion. //# Fruit resulting from a blossom of the pear variety from whicn 
xic wi miv the corolla tube * t4S reIU0V6(i sonie time before anthesis. 7, Shape 

St-OCivS raised in Cutter- changes m large oval tomatoes such as Ohio Red. a. At anthesis; 6, 
ent environments ma v blossom frmn one-third mature fruit length to maturity. 

vary in the degree of pear shape in mature fruits. For example, two 
groups of plants of a Rod Pear variety were raised, one in the field 
and the other in the greenhouse. The crop in the field was typically 
pear-shaped, the one inside had few distinctly pear-shaped fruits. 
Even on the same plant some specimens may be markedly pear-shaped 
and others oval but not pear-shaped. Occasionally fruits may be 
grooved in the middle or with the neck of the fruit showing an added 
constriction. When these were first seen on plants in commercial 
breeding blocks the plants were discarded as being rogues, but, an 
examination disclosed remnants of the corolla tube. This suggested 
that pear shape might be induced by the fused corolla tube. If this 
is so, an early removal of the corolla should result in the production 
of fruits without a neck. Such an operation on blossoms of the pear- 
shaped tomato did produce this effect in some cases as will be noted in 
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figure 2, II. Pear shape may therefore be a secondary effect of a 
constricting corolla-. This does not mean that this tendency is not 
inherited, but it does throw some light on the reason its inheritanc e is 
difficult to study. Not only was pear shape not evident in some fruits 
developing from flowers the corolla tubes of which were removed early, 
but in several instances, such as the one shown in figure 2, //, the 
resulting fruit was round rather than oval, suggesting that oval shape 
itself may be an induced condition. 

Typical pear-shaped fruits were also produced artificially by con¬ 
striction during the period of cell division by the use of a thread tied 
around the blossom buds of ordinary plum-shaped tomatoes at an 
early stage and removed at an thesis. 

DISCUSSION 

Any study of the inheritance of fruit size and shape in the tomato 
plant reveals that the matter is complex. Environment is well known 
to affect both characters. The vegetative vigor of a plant may greatly 
affect the size of a fruit. This being true, genes not directly related to 
size and shape of the fruit in such a plant as the tomato but which 
affect its general vigor and other plant characteristics, as suggested 
by MacArthur (12), have their effect. When genetically different 
plants are grown where there is variation in external conditions, such 
as temperature, light, soil, and parasites, the effect of the different 
genes will be modified. Even on the same plant, conditions differ 
enough in diflerent- parts to affect size and shape. 

During the fi years of this investigation many tomato crosses were 
made and studied in an attempt to learn more of the development 
and inheritance of fruit shape and size. It was found that there is a 
high degree of association between locule number, size, and shape, 
and that an association exists between qualitative first chromosome 
factors and locule number. By means of partial correlations the 
existing correlations between shape and weight were shown to be 
due at least in part to their mutual correlation with locule number. 
Locule number was found to segregate in a ratio of 3:1 of few to 
many-loculed plants in ¥ 2 populations, and in a ratio of 1:1 in back- 
crosses, the dominant group carrying two to three locules, while the 
recessive group carries three and one-half and more locules. A round 
tomato with many locules has been shown to be oo lclc by means of 
crosses with two-loculed round tomatoes and two-loculed oval toma¬ 
toes. Linkages with first chromosome genes were calculated which 
demonstrate that the Lclc locus is on the opposite end of the chromo¬ 
some from Dd beyond the locus of 8ft. The presence of this gene for 
locule number may have an effect on size of fruit by an increase or 
decrease in the number of locules without affecting size of locule. 
This relationship is not fully demonstrated and even if it were it would 
not account for all size differences. Obviously there are other size 
genes, since oval tw r o-loculed tomato varieties are known which differ 
from each other by several hundred percent. Thtf same is true of 
round two-loculed sorts. More w r ork is needed on the locule number 
and size relationship. 

The existence of the genes Lclc is of great importance in accounting 
for variations in tomato shape. The genes Oo which affect gross fruit 
shape through their effect on locule shape together with Lclc which 
affect shape by varying the locule number, provide a key for explaining 
gradations as follow s: OLc— round,0/c—oblate, oLc- oval, andn/c—round. 
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Correlations between tlie ovary and the fruit have confirmed the 
findings of others that with most varieties the size and shape of toma¬ 
toes are rendered predictable at blossoming time by measuring the 
ovaries. Observations have shown marked effects of environment on 
pear shape. Mature fruits have been observed in which a persistent 
corolla tube has obviously caused constrictions. Early removal of 
the corolla has resulted in fruits without pear shape on plants where 
control blossoms produced pear shape. These suggest that pear 
shape, is probably induced by the constricting effect of the fused 
corolla tube. 

The importance of such developmental studies is emphasized bv the 
differentiation of two groups of oval tomatoes recorded in this paper. 
The one type symbolized by o is composed of the usual comparatively 
small-fruited varieties in which the final shape and size is fixed at 
blossoming. The other, including the larger-fruited varieties, may 
due to a complex that causes continued elongation. When this is 
superimposed on the genetic complex producing a round tomato, it 
becomes oval, and upon an oval tomato, extreme length is the result ; 
but when added to an otherwise oblate tomato the result is round. 
The nature of this complex and its inheritance has not been cleared up. 
In order to clarify this it would seem desirable to use only LcLc 
varieties for both parents. This would require either the discovery 
of, or the synthesis of, a pure elongated LcLc stock which might require 
considerable time and labor. If this were done it is possible that the 
existence of a single major gene for continued elongation could be 
demonstrated. Such confusion as has been observed to date may be 
only the effect of ()o, Lcle , and perhaps other recognized genes such as Ff. 

Practical breeding work has demonstrated the possibility of re¬ 
combining ()o f Lcle , and the factors for elongation. Comparatively 
large, very oval, few-loculed strains from Iowa State College, when 
crossed with Early Jumbo, a large oblate, have resulted in lines closely 
resembling Oxheart. Oxlieart, a large, many-loculed heart-shaped 
fruit, when crossed with Yellow Cherry, resulted in segregates that 
were very oblate, small, and many-loculed. Ohio red crossed with 
Yellow Pear has given extremely long, few-loculed segregates. While 
these examples are not offered as a definite proof of the existence of a 
single gene for added elongation they do point toward no more than 
a rather simple complex. 

CONCLUSIONS 

1. There is significant correlation between shape, size, and locule 
number in tomato fruits. Part of the correlation between shape and 
size is due to their mutual correlation with locule number. 

2. A major gene for locule number exists. Two to three locules, 
Lc, is dominant over three and one-half or more locules, 1c. 

3. The locus of Lcle is on the first chromosome beyond Ss with 
about 20 percent cross-over. 

4. The effect of lc when associated with o is to produce a pheno¬ 
typic ally round tomato. 

5. I\ith most of the tomato xarieties, the size and shape of the 
matured fruit is predictable from ovary measurements at anthesia. 

0. Pear shape is probably due to the constricting effect of the lused 
corolla tube. 

7. Oval tomatoes in some cases are the result of genes other than o, the 
effect of which is to continue the elongation of the ovary after anthesis. 
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AN UNDESCRIBED POTATO DISEASE IN WEST VIRGINIA' 


By C. R. Orton, plant pathologist , and L. M. Hill, graduate assistant in plant 
pathology , Department of Plant Pathology and Forestry , West Virginia Agricul¬ 
tural Experiment Station 

HISTORY 

In 1931 a disease was observed on a few scattered plants of potato 
(Solanvm, tuberomm L.) in Preston County, W. Va. Since then it has 
spread steadily and has become a limiting factor in potato production 
in certain districts of the State. This disease has been observed also 
in Pennsylvania and Maryland. Altitudes, soil types, and moisture 
conditions have not appeared to be significant factors in the distribu¬ 
tion or the intensity of this disease, nor does it appear to be influenced 
by fertilizer treatments. 

All strains of Rural, both russet and smooth, are very susceptible. 
The Irish Cobbler strains and Green Mountain, Early Rose, Chippewa, 
Katahdin, and other varieties grown in West Virginia have also been 
attacked. The early varieties are less frequently diseased, possibly 
because they mature before the peak of infection is reached 
The origin of the disease is unknown. Some observers believe that 
it has been present for 12 years or more. The importance of the disease 
with respect to yield depends largely upon the stage of development 
of the potato plant at the time of infection. One field which showed 
nearly 100 percent severely infected plants in 1933 yielded less than 
10 bushels of United States No. 1 tubers per acre. Similar cases were 
n corded in 1930. 

DIAGNOSIS 

MACROSCOPIC SYMPTOMS 

The first external symptoms are a dwarfing of the upper stem, ac¬ 
companied by a folding upward and narrowing of the terminal leaf¬ 
lets (pi. 1, A). This is soon followed by a paling of the foliage, and in 
Rural varieties by the appearance of a purplish tinge on the margins 
of the younger leaflets. Soon the rest of the foliage fades, and in the 
Rural varieties the stem assumes a purplish color. Wilting follows 
rapidly and the plants make an attempt to recover by sending out 
axillary shoots which may reach a length of 3 to (> inches. These 
shoots present symptoms similar to those observed on the primary 
terminals. They are short-lived, and the whole plant dies a week or 
10 days later. Aerial tubers have been observed rather frequently 
but may be the result of other causes. 

The roots have a dull color, are reduced in size and length, and 
break easily when the plants are pulled. Tuber production is depend¬ 
ent upon the time of infection. Plants which become infected before 
tuberizotion produce few if any tubers of marketable size. Only the 
plants which become infected at about tho time of maturity may pro- 
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duce a normal yield. The intermediate periods of infection induce 
corresponding effects upon yield. 

While the time of infection and the period of incubation have not 
been determined, it is known that the plants generally die within 2 
weeks after the appearance of the first unmistakable symptoms. 

The internal macroscopic symptoms which are of the greatest diag¬ 
nostic value are as follows: A general brownish discoloration of the 
vascular region which begins at the base of the stem prior to the ap¬ 
pearance of foliage symptoms, and progresses through the roots, stem, 
and stolons into the tubers, and an occasional rusty spot which is 
usually present in the lower pith region of the stem and often through¬ 
out the stem pith. Only the cortical region shows necrosis in cross 
or in longitudinal sections of the roots. The stolons present a picture 
similar to that of the stem. Necrosis in the tubers is very character¬ 
istic. There is a pronounced and intense brown discoloration at the 
point of rhizome attachment. From this region inward a branched 
system of necrotic woody strands extends through the vascular re¬ 
gion, involving one-quarter to one-third of the entire vascular system. 
At the same time numerous strands, often dendritic in appearance, 
extend less deeply into the internal storage parenchyma. A trans¬ 
verse section of the tuber just inside the point of stolon attachment 
discloses a picture similar to that found in net necrosis, although it is 
less extensive in the internal parenchyma (pi. 1, ft, C). The tubers 
do not rot in storage unless invaded by secondary organisms. 

MICROSCOPIC STUDIES 

The material for study in 1935 was obtained from a commercial 
field of Russet Rural in Preston County. This field w as relatively free 
from all other diseases. The material was fixed in forrnol-acotie- 
alcohol, and the usual methods of dehydrating and embedding in 
paraffin were used. Stem sections were cut 15 microns and all other 
parts 10 microns in thickness. Flemming’s modified triple stain was 
used exclusively. The material for study in 1930 was obtained from 
the descendants of the foregoing crop of 1935. In addition to this, 
specimens from caged and uncaged healthy plants were obtained for 
comparison. All sections were cut 10 microns in thickness. 

The most conspicuous anatomical feature to be noted in the young 
leaflets is the marked changes which take place in the palisade and 
mesophyll tissues (pi. 2, A and ft). While the palisade cells in the 
diseased leaflets do not reach normal size, the most remarkable change 
is brought about by the laterally crowded condition of these cells and 
by the consequent closing of the large intercellular spaces which are so 
evident in healthy palisades. A secondary palisade is frequently 
found in the diseased leaves. Similar changes take place in the spongy 
mesophyll, where the intercellular spaces are greatly reduced by the 
crowding of the cells. The effect of these changes Is reflected in the 
narrowing of the lamina, but no marked reduction in thickness* has 
been seen. There is no appreciable change in the tissues of the petiole 
if necrosis is not present. 

These changes are accompanied by a depletion of the chloroplasts 
during which they lose their starch as w r ell as their normal vacuolated 
appearance. Consequently they appear empty or contain only a few 
stainable threads and soon they lose their regular outline, collapse, 
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Plate 1 



-1, Late symptoms of ft diseased Russet Rural potato plant showing upward folding of terminal leaflets and 
development of axillary shoots. 11, Transverse section of stem end of tuber showing necrosis. C, Longi¬ 
tudinal sect «on of tuber showing necrosis m vascular region and in the fundamental tissues. 
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PLATE 2 



A, Transverse section of healthy petiole and laminae showing intercellular spaces in palisade tissue; note the 
angle of attachment of the laminae to i>etiole. X 130. B, Transverse section of diseased petiole and 
lammae showing absence of intercellular spaces in palisade; prominent nuclei throughout palisade: and 
the sharp angle of attachment of laminae to petiole. X 130. 
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Plate 3 



A, Healthy lamina, note large intercellular spaces and normal shape ami position of ehloroplnsts X 750. 
B, Diseased lamina showing absence of intercellular spaces prominent nuclei; secondary palisade; and 
depleted chloroplasts which are diffused throughout the cells X 750. 



A, Transverse section of pith necrosis in lower stem with collapsed cells and granular deposit X MO. 
B, Transxerso section of root show ing phloem and cortical necrosis. X 240. 
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Plate 5 



'!• I run* terse action through phloem «i healthy tuber showmy normal storage of starch grains, x 230 . 
J1, Transveise section o! diseased tuber show ms phloem, \>lem, and parenchvmn necrosis with \essel 
tilled w if li granular mass, note absence of starch grains adjoining necrotic areas X 2so 





A, Progressive stages in starch dissolution. The black center of small spheres is t he hilum which disappears 
m late stages of dissolution. B. 6, Final stage of starch dissolution loavmg a threadlike mass around 
nucleus; a, healthy cell with normal starch grams. X 275. C\ a. Normal palisade cells, X 275; b, normal 
mesophyll cells, X 275; c, normal chloroplast in mesophyll, X1180; d, normal chlnroplasts in pali>ade, X 980, 
f and /, palisade and mesophyll cells, intermediate stages of depletion of chloroplasts. Vacuoles have 
disappeared leaving chloroplast membranes fin palisade and mesophyll cells) X 375; g, mesophyll 
cells, late stage of chloroplast depletion with remains crouped around nuclei, X 375, h, palisade 
cells, late stage of chloroplast depletion with remains scattered throughout palisade cells: nuclei promi¬ 
nent, X 375. I), Intermediate stage of starch dissolution showing starch grains aggregated around 
nuclei. X 980 E, Late stage of starch dissolution showing a group of spheres around nucleus. X 980. 
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leave their parietal position, and become scattered throughout the cell 
(pi. 3, .1, B). In the mesophyll cells the depleted ehloroplasts have a 
marked tendency to cluster about the nucleus (pi. 0, C, g). Tn later 
stages of disorganization they stain more deeply than the normal 
ehloroplasts. 

At this stage of disorganization the nucleus undergoes a marked 
change. The nuclear membrane takes a much darker stain, appearing 
nearly black and the chromatin loses its affinity for the gentian and 
becomes masked with safranin so that the nucleolus is differentiated 
only as a denser spherical body. The hyaline zone which is conspicu¬ 
ous about the nucleolus under normal conditions becomes masked bv 
the dense safranin stain (pi. 0 , f r , e , /, g, h). The darker staining 
nuclei become more prominent and form a dark line which is con¬ 
spicuous throughout the palisade (pi. 2, B). 

Phloem necrosis is one of the early microscopic symptoms in the 
stem and appears first in the basal region. The necrosis may be con¬ 
fined to one phloem group, either internal or external, but as the disease 
progresses it appears in other phloem groups where the sieve tubes and 
companion cells are most generally involved. The necrosis also 
extends into the adjacent fundamental tissue. With the triple stain 
these necrotic areas become sharply marked through the intense 
safranin stain taken up by the walls of the cells involved. As soon 
as the phloem necrosis is well developed, a granular mass appears 
which may fill the dead cells and in some cases also a large part of the 
lysigenous space which frequently develops in the necrotic area. The 
mass is made up of granules of various sizes and shapes so densely 
crowded that their structure is obscure (pi. f>, B). In unstained 
sections this mass is yellow; in sections stained by the triple method, 
the mass stains heavily with safranin. The necrosis of both the 
internal and external phloem tissues develops in a discontinuous 
manner throughout the stem, the secondary shoots, the stolons, the 
stem end of the tuber, and the protophloem of the roots, where it 
becomes very extensive. This discontinuous development of the 
phloem necrosis is readily demonstrated in longitudinal sections, where 
the necrotic areas show a considerable variation in extent. 

Examination of stained transverse sections of the xylem from 
diseased plants does not show the marked effect which would be ex¬ 
pected from the extensive browning of the tissues. Most of the xylem 
takes the normal safranin stain except for an occasional vessel or small 
group of vessels lying near the cambium, the walls of which take a 
darker safranin. Such cells invariablv contain a finely granular mass 
quite different in appearance from the masses found in the phloem. 
Those in the xylem are more spongy, frequently cytoplasmic in appear¬ 
ance, and take a bright gentian stain, in contrast to the safranin 
affinity shown by the masses associated with necrosis in the phloem. 
Tn some cases these inclusions in the vessels are so dense as to appear 
to occlude the cell; in other cases they mav be of a very loose spongy 
formation. An examination of these cells in longitudinal section 
shows that these tracheal inclusions rarely, if ever, completely occlude 
the vessel. They extend only a short distance, usually not more than 
double the diameter of the cell. In unstained sections the masses are 
brown. They have been observed in the xylem of the main stem, 
petioles, stolons, and tubers (pi. 5, B ). Such inclusions have not been 
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seen in the xylem of the secondary shoots and roots, but this may be 
due to insufficient search in these organs. 

The rusty spots which are commonly associated with the basal 
region of the stem pith are not as prominent microscopically as they 
are macroscopicaily. In the early stages single cells are found scat¬ 
tered throughout the parenchyma, the walls of which take a deep 
safranin rather than the normal orange slain. In later stages a number 
of such cells may be seen arranged in an irregular group which contains 
one or more cells with granular or globular masses similar to those 
found in the necrotic phloem and showing the same stain reactions. 
These cells eventually collapse to form a tangled mass (pi. 4, A). 
Necrosis of the internal parenchyma is also present in the tuber but 
is not evident from macroscopic examination. In the cortical region 
of the stem, stolons, tuber, and root the effect is like that described 
for the internal parenchyma of the stem. 

One of the most striking (‘fleets of the disease is found in the storage 
cells of the tuber which are normally filled with large starch grains 
(pi. 6, B, a). Prior to the first appearance of necrosis the starch grains 
migrate to the nucleus and completely surround it. Here they undergo 
dissolution. During this process the starch grains gradually decrease 
in size, lose their oval shape, and tend to become spherical. The 
hilum, when present, appears to become more prominent because it 
remains unchanged while the starch grains decrease in size. Later 
the hilum disappears and all that can be seen of the outline of the 
starch grains are the small empty spheres which remain closely sur¬ 
rounding the nucleus (pi. 6, -1, B , b } ]), E). Finally these fuse together 
and form a stringy, often granular mass. 

The nucleus shows no pronounced change in its staining reaction or 
appearance prior to the final dissolution of the starch spheres. At this 
time the contents of the nucleus lose their affinity for the gentian 
violet and stain dark with safranin. In general, its appearance is the 
same as that described for the nuclei in the palisade ('ells during the 
disorganization of the chloroplasts. In some cases the shape of the 
nuclei of these storage cells becomes irregular. This phenomenon of 
starch dissolution, followed by necrosis, continues progressively in all 
storage cells of the plant as long as the stem remains alive. 

SUMMARY 

A potato disease, the origin and etiology of which are unknown, 
has been under observation since 1931 in West- Virginia. This disease 
has become a limiting factor in potato production in some areas. 

The first external symptoms are characterized by a dwarfing, paling, 
and upward folding of the terminal leaflets. Within 7 to 10 clays the 
vines wilt and die. The vascular region of the stems, tubers, stolons, 
roots, and numerous regions in the pith of the stem turn brown. A 
discontinuous dendritic necrosis of the stem end of the tuber is one 
of the principal characteristics of this disease. 

The anatomical features of the young terminal leaflets consist of a 
lateral crowding together of the palisade and mesophyll cells, failure 
to reach normal size, and the elimination of the intercellular spaces. 
These changes are accompanied by a depletion of the chloroplasts and 
the loss of their starch grains and vacuoles. Finally, the chloroplast 
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membranes disintegrate and diffuse throughout the cell. The nuclei 
retain their normal shape but stain heavily with safranin. 

An extensive necrosis exists in the phloem and adjacent parenchyma, 
and to a lesser extent in the xylem and fundamental tissue. A gran¬ 
ular deposit occurs in the necrotic areas which sometimes show 
lysigenous cavities. The vessels are sometimes filled with a granular 
material differing in staining reactions from that in the phloem and 
parenchyma. 

Before necrosis takes place the starch grains migrate toward the 
nuclei, become spherical, undergo a gradual dissolution, eventually 
leaving behind hyaline spheres which fuse together to form a thread¬ 
like mass. The nuclei of the storage cells generally retain their normal 
shape and take a darker stain. 
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A SIMPLIFIED METHOD OF CONSTRUCTINCT^MEftCHAHT^ 
ABLE BOARD-FOOT VOLUME TABLES 1 

By R. H. Blythe, Jr. 

Assistant silviculturist , Lake States Forest Experiment Station } Forest Service , 
United States Department of Agriculture 

INTRODUCTION 

Several methods of preparing tables to show the merchantable con¬ 
tents of standing trees in board feet, or in some other unit of measure, 
are in customary use. All these methods have two disadvantages in 
common: They require large numbers of detailed field measurements; 
and the computation of tables by any of them is a rather lengthy and 
difficult process, particularly for anyone not specially trained in 
mensuration. 

In addition to the difficulties of preparation, the tables themselves 
have certain shortcomings. Two basic types of merchantable board- 
foot volume tables are most often used. The first type relates volume 
to diameter at breast height and at total height of the tree; the second 
is based on diameter at breast height and “merchantable height”, 
or the distance from the ground to a point on the trunk of the tree 
with a given fixed diameter. In the first type of table, although the 
volume is based on total height, the actual volume given is that of 
the trunk up to a point of fixed top diameter. In both types, there¬ 
fore, the point of merchantability is actually determined solely by 
minimum diameter. This is a disadvantage, because in actual utili¬ 
zation merchantability is much more often limited by the presence 
of large limbs or deformities of the bole (particularly in hardwoods). 

The second type of table has the additional disadvantage of being 
difficult to use correctly in the field, because of the necessity of esti¬ 
mating the point on the trunk, usually quite high above ground, where 
the fixed top diameter occurs. 

A method of preparing volume tables which takes into account the 
fact that the position of large branches and irregularities of the bole 
more often determine the actual upper limit of merchantability than 
does an assumed minimum diameter, would seem to have practical 
advantages. Such a method is described in this paper. 

FACTORS INFLUENCING VOLUME DIFFERENCES AMONG SPECIES 

The common practice in forest mensuration is to use a different 
volume table for each species and sometimes even for the same species 
in different localities. It may be assumed, therefore, that the cor¬ 
relation between the dependent variable, volume, and the two inde¬ 
pendent v ariables, diameter and height, is definitely affected by species, 
for if all trees had the same form, the same bark thickness, and the 
same degree of butt swell, volume would vary with height and diam- 
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eter in exactly the same way for all species. Within species these 
factors are relatively constant, and in some cases a number of species 
are so similar as to permit of grouping. 

Numerical expressions for these several factors were worked out 
in this study for 14 species from three forest regions. By using these 
expressions it was possible actually to measure the difference between 
species. A single basic correlation of volume with diameter and 
height was determined. This can be modified by the use of these 
numerical expressions so that it will fit any species or particular 
sample of a species. 

BARK THICKNESS 

The first factor which causes a difference between species is bark 
thickness. The diameter measurement upon which the volume 
estimate is based is made outside the bark, while the volume is 
measured inside the bark. Thus it is clearly evident that, if the bark 
of one species averages 10 percent of the diameter and the bark of 
a second species is 7 percent of the diameter, the correlation between 
volume and diameter for each of the species will be different. In order 
to eliminate this factor as a source of difference between species, the 
diameter breast high 2 used in the basic correlation of volume with 
diameter and height is measured, in this method, inside the bark 
instead of outside. 

BUTT SWELL 

Another factor which is fairly constant within a species but different 
between species is butt swell, which affects the measurement of diam¬ 
eter at breast height. Trees with a large degree of butt swell have 
less volume for a given diameter than do trees with only a slight 
degree. A satisfactory numerical measure of butt swell was found to 
be afforded by the ratio of the diameter at 18.3 feet above the ground 
(top of first 16.3-foot log above a 2-foot stump) to the diameter at 
breast height, both measurements being made inside the bark. 3 This 
factor is denoted as B. It is relatively constant within a species, 
at least within rather broad geographical limits. Table 1 shows the 
average value of B and its standard deviation for a number of species. 


Table 1 . — Average value and standard deviation of B (butt swell factor), by species 


1 

Species 

Aver¬ 
age 
value 
of B 

Stand¬ 
ard de¬ 
viation 

Trees 

i 

Species 

Aver¬ 
age 
value 
of 11 

Stand¬ 
ard de¬ 
viation 

i Trees 

i 

IT ard woods 




Conifers 




Basswood ( Ttlia glabra 



Number 

Balsam fir (Abies bat - 



Number 

Vent.). 

0 83 

0.054 

275 

samea (7/ ) Mill).. . 

.81 


81 

Beech ( Fagus grandi- 




Hemlock (Tsuqa cana- 


.047 | 


folia Ehrh.). 

.86 

.0*13 

339 

densis (L.) Carr,)_ 

.85 

.041 

240 

Elm (Ulmusamericana 




Jack pine (Pinus bank - 




L ). 

.84 

. 048 

140 

siana Lamb ) 

.86 

.042 

57 

Red gum (LuniUlambar 




Loblolly pine (P. taeda 


stgractflua L.) 

.81 

.046 

119 

Tj ) 

.90 

. 046 

106 

lied maple (Acer rub- 

Norwav pine (P. resm- 



rum L.)__ 

.84 

.037 

131 

osa Ait.) 

.90 

.073 

186 

Sugar maple (A. sac- 




Shortleaf pine (P . echi- 

charum Marsh.). 

.80 

.046 

553 

nala Mill,).. . 

.91 

.037 ! 

59 

Yellow birch ( Betula 




White pine ( P . slrobus 




lulea Mlchx. f). 

.84 

.040 

296 

L.) . 

.88 

.034 

i 

80 


8 4.5 feet above ground level. 

* This factor was suggested by a form-class measurement developed by J. W. Girard, but diifers in that 
in this case both measurements are taken inside the bark; in Girard's form class, the measurement at top 
of first log is inside bark, but diameter breast high is measured outside bark. 
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FORM 

Form or taper in the upper part of the bole is a third factor which 
causes variation in volume between species. Several numerical 
measures of the form of trees have been devised, the most common of 
which is the ratio of the diameter at half the height of the tree to the 
diameter at breast height. Several minor modifications of this form 
quotient have also been used. These expressions of form all have the 
same weakness - the basic measurement is diameter breast high, and 
since diameter at breast height is often affected by butt swell, the 
form quotient is likewise influenced by the degree of butt swell 
whereas it should vary solely with taper. In this analysis a factor 
was found which avoids this source of variation. This is the ratio 
of the diameter inside bark at 34.6 feet 4 above ground to the diameter 
inside bark at 18.3 feet above ground, hereafter denoted as 1). Table 
2 shows the average value and standard deviation of ]) for a number 
of species. 

Table 2 .—Average value and standard deviation of 1) (factor of form), bif species 


\u»raRe stand- i 'A\t»rage Stand- I 

Species \nlue urd <le- Trees i Species I value \ ard de- Trees 

of h Million , of I) Motion 1 


Hardwoods Ximtbfr ;■ Conifers i ■ Xtimbn 

Basswood. 0 Ml 0 010 275 i' Hemlock _ 0 80' 0 072 221 

Beech.. Mi 018 219 j| Jack pine.-.. .82 j Of)7 57 

Red mini . s 7 047 ' no Loblolly pine_ 87 , Oil ■ 106 

Sugar maple .. . Ml 041 377 ; Norway pine_ 1 .89 , 074 ; 187 

Yellow lurch .. . s7 oil 157 ' Shortleaf pine_ 85 I 048 59 

YV lute pine . 91 j 0.18 80 


By controlling these three factors, bark thickness, butt swell (/?), 
and form (I)), it was possible to determine a correlation between 
\olume and diameter which is constant for all species. 

THE BASIC CURVES OF VOLUME 

Stem measurements of approximately 2,000 trees were used in 
developing the set of curves which is the basis for the system of 
volume-table construction presented. These trees were first classified 
by log lengths. The trees in each log-length class were then sorted 
into 1) classes and subsorted into B classes. Thus, in the final group¬ 
ing, log length, If and B were all constant within a classification 
interval. Merchantable volume in hoard feet was then plotted over 
diameter breast high inside bark with a separate curve plotted for 
each of the final groups. In effect, these curves represent the corre¬ 
lation of volume with diameter breast high inside bark, with the 
other factors (butt swell and form) held constant-in statistical 
terms, the net regression of volume with diameter breast high inside 
hark. 

Within each log class, the curves were parallel and in logical order 
one above the other, indicating that there was no joint relationship 
between volume and the three variables, diameter breast high, B, 
and D. Therefore, a single curve was drawn for each log class, parallel 
to the average trend of the series for that log class and through the 
ordinates which represented the average values of B and D. The 
final set of curves is illustrated in figures 1 to 5. 

« Equal to two 16-foot logs plus trimming allowance and a 2-foot stump. 
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Fk» tk e 1 Correia turn of volume with diameter breast high inside bark. (30 to 250 board feet ) 




VOLUME (BOARD FEET - SCRIBNER) 






VOLUME (BOARD FEET - SCRIBNER) 
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DIAMETER BREAST HIGH INSIDE BARK (iNCHEs) 

Fjgvbe 5 —Correlation of volume with diameter breast high 
inside bark (1,120 to 1,560 board feet ) 


Next, the volume of each 
sample tree was estimated 
from the curves, and this 
estimated volume was di¬ 
vided into the actual vol¬ 
ume of the tree (determined 
from individual stem meas¬ 
urements) The quotients 
thus obtained were denoted 
as R. For trees with less 
butt swell and with better 
form than average, the R's 
are greater than 1.0; for 
trees of poor form and large 
degree of butt swell, the it' s 
are less than 1.0. 

These It's were then cor¬ 
related with D and B. The 
trees were sorted into B 
classes, and a curve of It 
over I) was drawn for each 
B class. Here again, the 
curves were parallel and in 
logical order, indicating the 
absence of joint relation¬ 
ships. A single curve (tig. 0) 
was, therefore, drawn to 
represent the net trend of 
R with D. The It was then 
estimated from this curve 
for each sample tree, and 
the differences were com¬ 
puted between these esti¬ 
mated It's and the actual 
R's. These residuals (termed 
r) were then plotted over B } 
and a curve fitted (fig. 7). 
From this curve a correc¬ 
tion was read for each sam¬ 
ple tree and applied to the 
value of It as estimated 
from the curve of It over 
I), These estimated and 
corrected R's were then 
compared with the actual 
R's. 

The differences between 
the corrected R's and the 
actual R's were then sorted 
by log classes and subsorted 
by diameter classes. Next 
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the differences were converted into board feet and plotted against 
the original set of basic curves of volume over diameter breast high 
inside bark. These curves were then redrawn wherever it appeared 
necessary. New’ volumes were estimated from these curves, new 
R’s computed, and these R’s again correlated with the D and B 
factors just as in the first approximation. This process was repeated 
several times until no further adjustments in the fit of any of the 
curves were necessary. All of the curves were fitted freehand. 



D 

Figvke C.—Correlation of H with D. 

When all the curves had been finally fitted, the differences between 
the actual IV s and the estimated R’s were sorted by species. If the 
factors used in constructing volume tables by this method are really 
effective in measuring the differences between species, the final 
average residual of one species should not be significantly different 
from that of another species, and they should all be close to zero. 
Table 3 shows the average residual of R for each of the species used in 
developing the method. 

The average residuals of R shown in table 3 are numerically equiva¬ 
lent to the average deviations of estimated volume from actual vol¬ 
ume expressed as a percent of the estimated volume. 
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Table 3 .—Average residuals by species 


Species 

| 

! Trees 

Average 
residual j 

Species 

Trees 

Average 

residual 


Number 

Percent 


Number 

Percent 

Sugar maple .... 

1H<> 

-f 0 31 
-.31 

Jack pine...... 

57 

-1.12 

Yellow birch... 

137 

Norway pine (second growth). 

117 

-.50 

Basswood_ __ i 

Hemlock.. . _ ] 

275 
239 1 

. 

-J~ 70 i 
-.70 j 

! Norway pme (old growth).... 

i 

183 

+1 80 


Fisher's analysis of variance test 5 was used to determine the sig¬ 
nificance of the differences between the observed residuals. Although 
the test showed that the differences are significant, they are actually 
so small and so slightly removed from zero that the fact of statistical 
significance is of little practical importance. It should be noted 
(table 3) that the difference between the two groups of Norway pine 
is nearly as great as the difference between the most extreme cases 
(Norway pine old growth and jack pine). The residuals are chiefly 
the result of variations in volume associated with taper in the portion 
of the tree above two logs, over which portion the method affords no 
direct control. 

As a test, the volumes of several groups of trees wliicli had not been 
used in developing the method were estimated and the residuals listed 
in table 4 were obtained. 

T\i*lb 4. —Average residuals of species not used in developing the method 


Species j Trees 1 ^Tumil Species 

| Xumber i Percent 

Shortlenf and loblolly pinc«_ 105 j —0 41 , Sugar maple. 

MiuvJ southern hardwoods __ 70 ! — 05 n White pine.. 

Red gum .. - ... Ils . — H4 ! 


TrftP* I Average 
l irees i residual 


Number ! Percent 
2J0 ! -.20 

SO ! +.G9 


The index of correlation is another measure of the effectiveness of 
the method. In order to test the theory of the method rather than 
its accuracy under field conditions, the volume of each sample tree 
w as estimated, using its individual D and B factors, a method which 
is not practicable under field conditions. Bv w orking in this manner, 
a correlation index of 0.9765 was obtained. ’Thus it w as demonstrated 
that a very large proportion (1)5 percent) of the variance in volume is 
accounted for by the variables taken into consideration. 

APPLICATION OF THE METHOD 

COLLECTION OF DATA 

In collecting sample tree measurements to be used in constructing 
volume tables by this method, the objective should be to sample as 
well as possible the area to which the table is to be applied. The 
number of trees to be measured depends on the accuracy desired and 
the uniformity of the area. On the basis of this study it appears 
that 100 trees will generally give average values of I) and B with stand¬ 
ard errors of less than 0.005. For use in restricted areas, w here greater 

'Fisiibr. R. A. statistical methods for research worker*. Ed. 4, 307 pp., dlus. Edinburgh 
and London. 1932. 
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constancy of form and butt swell can be expected, a smaller number 
of trees will suffice. 

Only four measurements are needed from each sample tree. These 
are (1) diameter breast high outside bark, (2) diameter breast high 
inside bark, (3) inside-bark diameter at 18.3 feet above the ground, 
and (4) inside-bark diameter at 34.0 feet above the ground. Only 
trees with a reasonably normal form should be measured; trees with 
pronounced irregularities at the points of measurement should be 
avoided. Even though such trees do occur in the area to which the 
volume table is to be applied, their inclusion among the sample trees 
only adds inaccuracy to the estimate of the normal trees. 

COMPUTATION OF FORM ANI) BUTT SWELL FACTORS 

After the measurements have been collected, the next step is to 
compute the values of the two factors, B and I), for each tree, using 
the following formulas: 

jj Diamete r inside b ark at 18.3 feet 
""Diameter inside bark at breast height 
^_Dia meter ins ide bar k at 34.6 feet 
""Diameter inside bark at 18.3 feet 

After these two factors have been computed for each sample tree, 
either of two methods may be followed, depending upon the amount 
of data on hand and the accuracy desired. The first and simplest 
method is to determine the arithmetic average of each of the two fac¬ 
tors by summing the individual values and dividing by the number of 
observations. The second method involves the correlation of B and 1> 
with diameter and height. This scheme is merely a modification of 
the first method and follows it analogously. 

The following numerical example illustrates the computation. 
Measurements were first taken on 290 yellow birch trees in the 
Upper Peninsula of Michigan. From these data the average 1) was 
found to be 0.87 and the average B 0.84. The next step is to deter¬ 
mine R from the curve shown in figure (5, or from the values in table 5. 


Table 5.- —-Values of R and D, as read from figure 6 


J) 

Value of R for bundrodths indicated 


0 00 

0 01 

0 02 

0 03 

0 04 

0.05 

o oo 

0 07 

o os 

0 09 

0 00 

0 73 

0. 73 

0 71 

0 75 

0 70 

0 77 

0. 77 

. 

0 78 

0.70 

U 80 

.70 

M 

82 

.83 

84 

.85 

.80 

.88 

80 

.90 

.91 

. 80 

92 

.y.i 

.95 

. 90 

07 

.08 

i oo ! 

1 01 

1 02 

1 04 ! 

.90 

1.05 

l.Oo 

1 

1 08 

1 00 


1 12 

1 

i 14 

1 15 

1 . 10 

1 18 | 


From this table or the curve of figure G the R value which corre¬ 
sponds to a D of 0.87 is found to be 1.01. 

The next step is to determine the correction factor to be applied 
to R; this factor is known as r and is found in figure 7 or table G by 
looking up the r which corresponds to the average value of B (0.84). 
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Table 6. —Values of r and B as read from figure 7 


Values of r for hundredths indicated 



0 00 

| 0 01 

0 02 

« os | 

0.04 

0 03 | 

1 

o. on i 

0 07 

0 OS 

0 09 

0 00 





- --I 


1 

-0 40 

-0 44 

-0 42 

. 70 

-0 40 

-0. 38 

-0 35 

~0 33 ■ 

-0.30 ' 

-0 zs’i 

-0 20 | 

- 23 

- 20 ! 

18 

. SO 

15 

— ]*> | 

- 10 

- 07 i 

- 04 | 

- 01 I 

4 02 I 

4* 05 j 

+ OH 

+ 11 

.90 

1 + 14 


+ 20 

j 4 23 ' 

-f 2fi 1 

+ 29 1 

-K 32 j 

+.35 j 

+ 38 ! 

+ 42 


In this case r equals —0.04. This value is then applied (addod or 
subtracted according to the sign given in the table) to the value of R 
already found, and the result, in this case 0.97 (1.01 — 0.04—0.97), is 
used to adjust the basic table of volume over diameter inside bark. 
These volumes are presented in figures 1 to 5 and also in tabular form 
in table 7. 


Table 7. —Volume in board feet , Scribner decimal C rule by diameter breast high, 
%nside barky and merchantable length in lb.3~foot logs 


Volume by merchant able length I j Volume by merchantable length 


1 namet er breast 

in number of 10 3-foot logs 

Diameter breast 

in number of 10 3-foot logs 

inside bark 





inside bark 





(inches; 




1 

(inches) 







3 

1 

1 5 


2 


4 

5 


Board 

Board 

Board 

Board 


Board 

Board 

Board 

Board 



frit 

fret 

fret 


feet 

feet 

feet 

feet 

H 

31 

43 



21_ .... 

370 

4 HO 

574 

024 

9. . - 

14 

59 



o*> 

412 

538 

010 

094 

10 

i ™ 

70 

88 


23.. 

453 

598 

70S 

707 

11 . - 

78 

97 

114 


21 - . _ 

497 

003 

781 

845 

12 

98 

121 

145 

108 

25 

541 , 

728 

801 

! 930 

n ._ 

121 

148 

179 

204 

*20. 

593 : 

795 j 

940 

; i.oio 

11 . 

110 

J7H 

| 210 

213 

J 27 . 

045 ; 

808 1 

1,034 

i 1 107 

r» . . 

171 

213 

1 250 

287 

!*28.. 

, 70 "> 

912 ■ 

1, 121 


in . 

198 

249 | 

301 

334 

29. 

708 

1,021 ' 

1.217 


17_ 

228 

; 288 , 

; 310 

385 

.30.. .. , 

837 , 

l. 100 

1.317 ' 

.... 

is . . . 

2(»o : 

1 330 

398 

: 438 

. 31. 

90,s i 

1.19? 

1.421 : 


19 ... . . 

I * ? <)n ] 

377 i 

450 

190 

32. 

•18 t ' 

1, 278 , 

1. 527 ; 


20 

! 332 ! 

120 

500 

1 359 




! 



All that remains is to multiply the curved or tabular volumes by 
0.97 and then convert to an outside-bark basis. 6 

PROC EDURE FOR ONE-LOG TREES 

It will be noticed that there is no volume curve for one-log trees. 
Since the merchantable length of those does not extend to 34.6 feet 
it is not possible to compute the factor I) for one-log trees. However, 
tho product of the average value of the factor B and the inside-bark 
diameter at breast height of any tree is equal to the diameter inside 
bark at the top of the first 16.3-foot log of that tree, which, in the 
case of one-log trees, makes up the entire volume. Therefore, it is 
necessary only to look up the volume of a log of this diameter in table 
8 to determine the volume of the tree. Using, for example, the aver¬ 
age B found for yellow birch trees, 0.84, to find the volume of a tree 

6 In actual practice, time can be saved by reading from a rune of inside-bark diameter at breast height 
over outside-bark diameter at breast height the inside-bai k diameters which correspond to whole inch \ alues 
of outside-bark diameters, and then reading the \olumes which correspond to the.se fractional \allies of 
inside-bark diameter from the curves 
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with a diameter breast high inside bark of 14.8 inches (corresponding 
to an outside-bark diameter at breast height of 16 inches) it is neces¬ 
sary to multiply the diameter breast high by the factor (14.8X0.S4). 
The result, 12.4 inches, is the diameter inside bark of the top of the 
first log. The volume of this log is found, in table 8, to be 98 board 
feet, which is then assigned as the volume of one-log trees with an 
outside-bark diameter breast high of 16 inches. This procedure is 
followed for all diameter classes. In order to avoid interpolation or 
curving, it is advisable to determine the inside-bark diameters at 
breast height which correspond to whole inch values of diameter 
breast high outside bark before computing the volumes. 

Table 8.- —Scale of 16-foot logs read to nearest board foot from Scribner Decimal C 
rule computed by formula V- 0.7 9 D* -2D 4 






Volume for tenths of inch indicated 



Diameter inside 











bark (inches) 




i 








0 0 

0 1 

0.2 

! 0 3 

1 

j 0 1 

1 

j 0 5 

0.0 

. 

07 

0 8 

0 9 


m ft 

Bd ft. 

Bd ft 

Bd )1 

Bd ft 

Bd ft 

Bd ft 

Bd ft 

Bd ft. 

Bd ft 

G.. 

12 

12 

13 

11 

15 

16 

17 

IS 

19 

20 

7..-. 

21 

22 

23 

24 

24 

25 

26 

27 

28 

29 

8_ 

30 

31 

32 

33 

34 

36 

37 

38 

89 

41 

9. . 

42 

43 

45 

40 

47 

48 

50 

51 

52 

54 

10_. . 

55 

56 

58 

60 

61 

<13 

64 

66 

67 

09 

11 ... .. 

70 

72 

74 

75 

77 

78 

80 

81 

S3 

M 

12 . _ 

86 

88 

90 

91 

93 

95 

97 

99 

101 

102 

13.. 

104 

106 

108 

110 

111 

113 

115 

117 

119 

121 

14_ 

323 

325 

127 

129 

131 

133 

135 

137 

140 

142 

15... 

! 144 

146 

148 i 150 

353 

155 

157 

159 

161 1 

104 

16_ 

| 166 

168 

171 

173 

175 

177 

ISO 

182 

18.5 | 

1*7 

17..1 

189 

191 

194 

190 

199 

1 202 | 

204 

207 

210 : 

213 

18 .. 

! 216 

218 

221 

224 

1 227 j 

I 229 ! 

231 

231 

237 , 

240 


! 243 

215 

248 

251 

1 254 1 

| 257 i 

260 

263 ! 

266 1 

269 

20.. | 

272 

275 

278 

281 

! 284 

287 | 

290 

293 j 

290 | 

299 

21. ; 

302 

305 

308 

311 

i 314 ! 

317 ! 

320 i 

323 ; 

327 

330 

22. 

.134 

| 337 

340 

344 

348 I 

351 ' 

354 j 

358 1 

301 

30 5 

23.. 1 

368 

372 

375 

379 

! 382 I 

386 | 

390 ! 

394 ' 

397 • 

400 

24.. ... J 

403 

407 

410 

414 

417 

422 | 

425 J 

428 j 

431 

4 -55 

25_ 

440 

143 

447 

450 

455 1 

4.58 , 

402 ! 

466 ! 

470 1 

474 

26. 

478 

482 

486 

490 

491 

497 | 

502 

506 l 

510 

511 

27_ 

518 

522 

526 

530 

534 

537 

542 | 

546 I 

550 

554 

28. 

559 





j 


1 



29 . __ 

602 



_ . 

1 

i 


“J ‘ 


MODIFIED PROCEDURE 

If very exact results are desired and there is sufficient material at 
hand, the values of D and B can be correlated with diameter breast 
high alone or with diameter breast high and height. In many cases 
the correlation is so slight that it can be ignored and the simple aver¬ 
ages of I) and B used. When a fair degree of correlation is found, 
however, the volume table can be improved by estimating 1J and B 
for each di imcter class separately and determining the corresponding 
corrected R’s. Once the curves of D and B have been established, 
this procedure is equally simple and direct. 

A number of other modifications are possible and will suggest them¬ 
selves to anyone working with the method. 

APPLICATION OF THE TABLES IN THE FIELD 

Much of the dissatisfaction with the older types of tables has its 
origin in the application of the tables in the field. When properly 
used they give excellent results, but it is necessary to follow exactly 
the specifications which were set up when the tables were constructed. 
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Tables of the type described here can be used with much greater 
flexibility and with little chance of mistakes in application. The 
tables present the volume in board feet (according to the Scribner 
decimal C rule computed by the formula F=0.79Z> 2 — 2jD-~4), above 
a 2-foot stump and up to whatever height the tree is merchantable 
regardless of diameter at that point, provided it is over 6 inches. 
The merchantable height should be estimated to the point where 
actual utilization will cease, which in most cases will be determined 
by the presence of large limbs or bole deformities. So long as the 
merchantable length is not carried up into the top where the main 
stem becomes rough and irregular, the table w ill give highly accurate 
results. Field checks have shown that the volumes given agree 
very closely with the actual volume removed in logging operations. 

If there are species which have extremely low values of both I) 
and Ji (below 0.65 -0.78) the volumes as given by this method will 
be slightly low. Such low values, however, were not found in any 
of the species used in this study, and are unusual. 

SUMMARY 

A new and simple method of constructing board-foot volume 
tables is presented. This method takes into account the fact that 
the upper limit of merchantability is more often fixed by the position of 
large limbs or deformities than by minimum diameter. A set of basic 
curves of volume over diameter at breast height, inside bark, serves 
as the foundation. These curves are modified by the use of two 
numerical measures of form and butt swell so that they will fit any 
species coining within the size range of the material presented. 

The construction of tables by this method presents several advan¬ 
tages not found in other methods. The collection of data is simplified 
because only a relatively few trees must be measured and only four 
measurements are required from each tree. In the computation of 
the field data only two simple ratios need to be worked out for each 
tree and an average of each computed. It is not necessary to deter¬ 
mine the actual volume of the trees. There is the added advantage 
that only one result is possible—there is no chance for variation 
between tables made by several workers from the same data. Thus, 
no highly specialized knowledge is necessary for the construction of 
tables by this method. 

Accuracy of the volumes computed from this type of table has been 
demonstrated by actual measurement of logs. 




RHYNCHOSPORIUM SCALD OF BARLEY, RYE, AND 
OTHER GRASSES 1 

By Ralph M. Caldwell 

Associate pathologist , Division of Cereal Crops and Diseases , Bureau of Plant 
Industry , United States Depart merit of Agriculture 2 

INTRODUCTION 

Scald of barley, rye, and other grasses, caused by Jlhynchosporium 
spp. is a common foliage disease in many parts of the world. In 
certain regions of North America it has been one of the principal 
limiting factors of barley production. Little study has been given 
this disease by pathologists in the United States and only slightly 
more in Europe. The present studies, initiated in Wisconsin in 
1920, comprise a general consideration of the taxonomy, physiology, 
and host specialization of the causal fungus and of the host-parasite 
relationships, and seasonal development of the disease. The findings 
relative to physiologic specialization and pathological histology 
stand in marked contrast to those of Bartels ( 1 ) 3 in Germany and 
Brooks (2) in England. Two preliminary reports have been published 
on this work (#, J). 

THE DISEASE 

COMMON NAME 

Several common names have been applied to the disease referred 
to as “scald" in this paper. These include “leaf blight", “leaf spot", 
“leaf blotch", and “scald." With the exception of the latter, each 
of these has been used to designate another cereal disease and is 
avoided here to prevent confusion. The term “scald", besides being 
distinctive among cereal disease names, has in its favor the facts that 
it is accurately descriptive of the disease in its most aggressive form 
and that recently it has been frequently used. 

HISTORY, DISTRIBUTION, AND ECONOMIC IMPORTANCE 

Oudemans (17) first recorded the discovery of the scald organism in 
June 1897, having found it on rye (Secale cereale) in the Netherlands. 
He reported it under the name Marsonia secalis n. sp. Frank (11), 
in October 1897, gave the first adequate description of the disease, 
reporting it on barley and rye in Germany. He recognized it to be 
of considerable economic importance on barley, particularly when the 
plants were attacked in advance of the heading stage. Seedling 
plants of barley w ere reported to be killed by severe attack. Frank’s 
examination of herbarium specimens revealed the presence of the 
disease in Germany in 1894, which is its earliest known occurrence. 

1 Received for publication Apr. 13,1937. Issued August 1937. Cooperative investigations by the Division 
of Cereal Crops and Diseases, Bureau of Plant Industry, U. S Department of Agriculture, and the Depart¬ 
ments of Plant Pathology and Botany of the University of Wisconsin, and the Department of Botany, 
Purdue Agricultural Experiment Station. 

* The writer gratefully acknowledges the assistance of Drs. J. O. Dickson and E. M. Gilbert of the Uni¬ 
versity of Wisconsin during the progress of these studies. 

’ Reference is made by number (Italic) to Literature Cited, p. 198. 
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Frank reported inoculation experiments by E. Heinsen proving the 
relationship of the causal fungus. TTeinsen {12), in 1901, published 
a full account of his experiments with scald, referred to by Frank. 
His inoculations showed barley and rye to be susceptible, wheat 
slightly susceptible, and oats immune. 

Since these early papers scald has received little attention other 
than in records of occurrence and a report of resistance in barley by 
Johnson and Mackie {13), until the recent publications of Brooks 
{2), Bartels {1), and Mackie {16). The disease was first mentioned 
in American literature in 1917, 4 when it was reported to have been 
prevalent in 1915 in the United States. It is now known to occur 
widely in northern Europe and in the United States, and in Canada, 
New South Wales, Tunis, Argentina, and Peru. Reports of severe 
losses from scald have come only from the United States and Germany. 
The disease occurs very frequently in severe form on the winter barley 
crop of the Pacific Coast States and Idaho. The most destructive 
epidemics have been reported in the interior valleys of California 
where a positive correlation was noted between scald resistance and 
yield (6*). Barley yields in this region have been estimated to be 
reduced as much as 20 to 30 percent (5). In the same State in 1925, 5 
the disease was reported as “killing the leaves, shrivelling the kernels, 
and weakening the plants to such an extent that a reduction of yield 
of probably 25 percent occurred.” Wiebe 6 makes the following 
report of barley scald in California, based upon comparative yields of 
susceptible and resistant varieties during epidemic and nonepidemic 
years: “In 1935 barley scald was a serious disease in California. 
Yields of susceptible varieties w ere reduced from 10 to 15 percent .” 
Less frequently scald may become prevalent in other sections of the 
United States but has not been considered of major economic sig¬ 
nificance. In spring barley plots at Madison, Wis., in 1928, 1929, and 
1930, the disease became abundant during the booting and heading 
stages of growth. The foliage was almost entirely killed, yet the 
plants matured and produced apparently normal heads and grain. 
Although yield reduction must have resulted, no measure of the loss 
could be made. In Europe, scald has been reported as severe on the 
seedling and mature plants by Frank {11) and Heinsen {12). Brooks 
{2) states that susceptible varieties in England, although suffering 
loss of almost all the lower leaves, recovered as the plants matured, 
and showed no appreciable effect of the disease at harvest time. 

PLANTS ATTACKED 

In addition to very commonly attacking barley {Hardenm vvlgare 
L. and II. distichum L.) and rye {Secale cereale L.), scald has been 
reported twice on wheat {Triticum aestivum L., T. vulgare Vill.), once in 
Germany { 12 ), and once in Washington State in the United States. 7 
It was also once reported on oats {Arena sativa L.) in Denmark {IJf). 

A number of grasses belonging to seven genera are also reported to 
be attacked. The literature to date lists tlie following occurrences of 
this disease on grasses, namely, Agropyron repens (L.) Beauv. in 

< United States Bureau of Plant Industry, disease caused by ryhnchospoiuum guaminicola. 
U S. Bur. Plant Indus. Plant Disease Bull 1:9 1917. [Mimeographed.] 

- Haskell, K. J. scald caused by khynchosporium secaljs (oud.) davis. U. S. Bur Plant Indus. 
Plant Disease Keptr. Sup. 48- 341. 1920. [Mimeographed.J 
« Personal correspondence with (1. A. W r iebe, Division of Cereal Crops and Diseases, Bureau of Plant 
Industry, U. S. Department of Agriculture 

7 Johnson, A. G., and Haskell, R. J. rhynchosporium guaminicola ... \\ S. Bur. Plant Indus 
Plant Disease Bull. Sup 8 37. 1920. [Mimeographed ] 
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Wisconsin (3, 8), Oregon; 8 Denmark {14), and Germany {!); A . 
dasystachyurn (Hook.) Scribn. in Oregon; 8 Bromus inermis Leyss. 
in Wisconsin (3, 9 ); B. mollis L. in England (2 ); B. sterilis L. in England 
(2); Dactylis glomerata L. in Wisconsin (9), England {2), and Oregon; 8 
Danthonia sp. Lam. and DC. in Oregon; 9 Elymus robustus Scribn. 
and J. G. Sm. ( canadensis) in Wisconsin (4)', E. glavcvs Buckley in 
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Figure 1 —Morphology of comdia of mces of Rhynchosponum sccahs and of R. orthusporum, produced on 
their respective hosts and in cultures isolated from these hosts A, B, Barley race of R stcahs from host 
and culture respectively; C , 1), rye race of R. secahs from host and culture respective^, F, F, Ayropyron 
repcns race of R. secalis from host and culture respectively; <7, JJ, Bromus mermts race of R. secalis from 
host und culture respective^; /,./, Klymus canadensis race of R stcalts from host and culture respectively; 
K, L, R. orthosporum from host aud culture respectively 

Oregon; 8 IJordeum jvbatum L. in Wisconsin (3) and Oregon; s II. mvri- 
nvm L. in Germany ( 1 ) and Oregon; 8 Lolium perenne L. in Germany 
{1 ) and Oregon; 8 L. multifiorum Lam. in Oregon; 8 Milium ejfusum L. in 
Denmark ( 14 ). In addition, the writer has found the disease on Ely in us 
virginicus L. in Indiana and on Hordeum jubatum L. in South Dakota. 

Dactylis glomerata has been found by the writer in Wisconsin 
attacked by an undeseribed species of Rhynchosporium differing from 

8 Sprague, R. a preliminary check list of the parasitic fungi on ckreais and other grasses in 
orkoon U. S. Bur. Plant Indus Plant Disease Keptr. 19. [15AJ-18Q, 1936. [Mimeographed.] 

9 Haskell, R. J. See footnote f». 
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R. secalis in the cylindrical shape and lack of apical beak of the 
conidia (fig. 1, K, L). The symptoms of the disease are very similar 
to those caused by R. secalis on other hosts. An examination of the 
collection from which Droclisler (0) reported R. secalis on this host 
has shown the conidia to be those of this undescribed species. This 
species has also been collected by Sprague 8 in Oregon and submitted 
to the writer for identification. Thus, the only two reports of 
Rhynchosporiam on I). glomerata in the United States have proved to 
be based on the new species rather than on R. secalis. The description 
of the new species, designated as R. orthos par urn sp. nov., is given 
herein in the section on Taxonomy and Nomenclature. 

A number of grass species not reported as naturally infected in the 
field have been infected by artificial inoculation with Rhynchosporiam 
secalis . Bartels (/) reports the following species artificially infected 
with inoculum collected in Germany: Lolivm itaUcurn, Poa pratensis, 
P. new oralis , P. compressa, P. tncialis , Bromus arcerisis, Agrostis 
stolonifer, Cynosvrus cristatus, P hie am protease , and Ilolcus lariat us. 
The writer has artificially infected the following species, unknown 
to be naturally infected: Agropyron tenerum, Bromus arena rius , B. 
lanuginosus, B. mad rite n sis, B. rillosus, Ely mu s striatus, Hordeum 
nodosum, and //. pvsillum. 

SYMPTOMS 

Scald as it occurs in Wisconsin, and as it has been described most 
frequently, is primarily a foliage disease attacking most conspicuously 
the blades, and to a lesser degree the leaf sheaths. The disease symp¬ 
toms are strikingly similar upon all of the hosts observed by the writer 
(pi. 1) and may easily be recognized and distinguished from those of 
other leaf-spotting diseases of cereals and grasses. In the early stages 
of development, the lesions are of a dark bluish-gray color with a 
water-soaked appearance. Such areas are often 1 to 2 cm in length 
before evident collapse of the tissue occurs. This collapse takes 
place very rapidly, and in this stage, especially upon barley where 
large numbers of lesions are coalescing, the impression of rapid 
scalding is created. Lesions developing separately tend to assume a 
lenticular shape. The scalded area soon dries and the center assumes 
a light-gray color. The margin assumes a dark-brown color, which is 
the most distinguishing feature of the scald leaf spot. Successive 
enlargements of the lesions may occur and concentric brown rings 
result (pi. 1, A, B), giving the lesion a zonate appearance. Leaves 
are completely destroyed by severe infection and often almost com¬ 
plete defoliation of the host results. 

PATHOLOGICAL HISTOLOGY 

The relation of the scald fungus to the host tissue and the develop¬ 
ment of the disease have been studied microscopically upon barley 
leaves naturally infected in the field and artificially infected in the 
greenhouse. Stages in the development of the disease from penetra¬ 
tion of the host to complete break-down of the leaf tissue and fructifi¬ 
cation of the pathogene have been followed. 

In the study use was made of both longitudinal and transverse sections 
of the leaf and of cleared whole leaf segments. Material for sectioning 
was fixed in both chrom-acetic urea and formalin-acetic-alcohol fixa- 


8 See footnote on page 177. 
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Symptoms of Scald on Cereals and Grasses in the Field. 
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tires, tlie former being the more satisfactory. Longitudinal sections 
10/x in thickness and transverse sections 20/z in thickness proved satis¬ 
factory for study. Staining in safranin followed by fast green was the 



Fh.rins 2 --Ronetrution of (illicit' by fihynchosporntm secalis ami development of Mihcutn ular mjcolium 
a, Conidium, b, appressotium, r, subcuticular mycelium, tf, vertical epidermal cell vail. Diawu vith 
I he aid ol Ihe camera lucida - 7(Hi 


most useful technique used for differentiation of host and parasite 
tissues and pathological conditions in the host. The stages during 
conidium germination, appressorium formation, and after penetration 


explanatory legend for plate 2 

. 1 (terminated conidium of Hhynchospormm strait* on a barley leaf X 1, 2(X». a , Conidium, b, germ tube; 
c, appressorium; d , vertical wall of epidermal cell. 

li Longitudinal section of seedling barley leaf showing penetration to the subcuticular position. X 1.000. 
r, Eppercellof conidium; b, short germ tube; c, appressorium, d, penetrating hypha; e, papillate 
grow tn on epidermal wall about point or fungus penetration;/, normal wall penciled to '.how clearly 
tlie normal thickness 

C. Longitudinal section of a young infection of a leaf of a nearly mature barley plant. X 1,440. a, Cross 
section of minute, slight 1> flattened, subcuticular hyphae; 6, altered section of upper epidermal cell 
wall failing to retain safranin stain. 

J>. Transverse section of a collapsing lesion on a leaf of a nearly mature barley plant. X 1,800 a, Cross 
sections of subcuticular hyphae, 6, cuticle of cell wall. 

K. Transverse sect ion of an adv anced lesion on a leaf of a nearly mat lire barley plant. X 475. a, Collapsed 
mesophyll; b f normal inesophyll at margin ol lesion, c, shows marginal advance of collapsing epidermis 
on dorsal surface over normal mesophyll at b; d, normal epidermis on ventral, nonmfeeted side of leaf. 

F. Longitudinal section of an advanced lesion on a leaf of a nearly mature barley plant showing penetration 
from the superficial stroma into the mesophyll. a, Superficial stroma; b, hyphae penetrating epider¬ 
mal cell or cell wall, c, hyphae invading mesophyll; d, collapsing mesophyll cell adjacent to invading 
hyphae. 
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of the cuticle were satisfactorily studied in segments of whole leaves 
killed and partially cleared in a 50-50 mixture of 95-percent alcohol 
and glacial acetic acid, and stained in an aqueous solution of cotton 
blue. The eonidia and germ tubes were heavily stained while the 
host tissue remained clear. Although the subcuticular hyphae could 
not be stained because of the covering of cuticle, they were clearly 
visible by microscopic observation, owing to light refraction. 

Less complete observations of pathological histology have been made- 
on scald of rye, Agropyron repens , and Dactyl is glomerata. The 
macroscopic symptoms as well as internal pathology appear to be 
identical for scald on these hosts and on barley. Because of this sim¬ 
ilarity the scald of barley has been selected for study as a representa¬ 
tive of the group of scald diseases, and all statements following refer 
specifically to scald of barley. All evidence at hand indicates that 
they apply also to the disease on the other hosts. 

Mode of Infection 

In the early stages of the development of Rhynchosporium in the 
host tissue the mycelium is wholly subcuticular. Penetration to the 
subcuticular position is effected within a 48-hour period. The germ 
tubes form very small rounded structures at the ends, apparently func¬ 
tioning as appressoria, from which penetration occurs (fig. 2 and pi. 
2, B). Several appressoria may develop upon the branched germ 
tube system originating from a single eonidium. Immediately 
beneath the appressoria the outer epidermal wall thickens to form a 
rounded papilla, several times the thickness of the wall, which projects 
into the lumen of the cell (pi. 2, B , e). The penetrating hyplia grows 
into this thickening and then laterally in a subcuticular position (pi. 2, 
B y dy and fig. 2). Penetration may occur on either the dorsal or 
ventral epidermal surface. 

Development of Fungus in the Host Tissue 

Following penetration, the subcuticular mycelium grows rapidly 
and branches profusely. The first hyphae are very small in diameter 
and slightly flattened and oval in cross section (pi. 2, (7, a). They 
remain very small for several days following infection. The average 
small diameter is about 0.6/z, wiiile the large diameter averages about 
2.2/x. After occupying a considerable area of the epidermal surface, 
the subcuticular hyphae enlarge (pi. 2, D f a) and impart a grayish 
cast to the infected area in contrast to the bright green of the sur¬ 
rounding tissue. The outer epidermal wall, which normally takes the 
safranin stain heavily, loses its affinity for this dye in the area im¬ 
mediately below the subcuticular hyphae (pi. 2, <7, b ) and becomes 

EXPLANATORY LEGEND FOR PLATE 3 

A. Longitudinal section of a mature lesion on leaf of a nearly mature barley plant, showing restriction of 
fertile stroma to one surface of the leaf. X 700. a, Fertile stroma; 6, collapsed mesophyll cell; c, one 
of the rather few hyphae occurring within the mesophyll; d, noncollapsed epidermal cell on surface 
opposite the side of infection, no stroma occurring on this surface. 

B Longitudinal section of a mature lesion showing fertile stroma covering guard and epidermal cells. X 880. 
a, Superficial stroma; b, hyphae penetrating through macerated epidermal cell walls into mesophyll. 

C. Longitudinal section of a mature lesion on barley, showing the distinctive manner of eonidium production 

in Rhynchosporium secalis . X 1,300. a, Immature eonidium, oriented to obscure the beaked, apical 
cell; b. cell of fertile stroma on which eonidium is borne. 

D. Free hand section of a lesion produced by Rhynchosporium alismatis (Oud.) Davis on Alisma plantago - 

aquatica, showing manner of sporulation. X 1,300. a , Immature nonseptate eonidium (dark bands 
on eonidium are not cross walls but stained cytoplasm, cross walls when present showing as white 
lines); 6, flask shaped conidiopbore. 
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FOR EXPLANATORY LEGEND SEE OPPOSITE PAGE. 
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Plate 4 



Photographs of 28-day-old culture of five physiologic races of Rhynchosporium secaiis and one culture of 
if orthosporum growing on potato 2 percent dextrose agar X 1 75. A, Barley race of It secaiis, R, Ayro- 
pyron rrpens race of ft sualis: C, Elymus canadensis race of It srcalts; I), rye race of It. sccalts; E, Bromus 
inermts race of ft. secaiis; F, R. orthosporum 
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weakened as evidenced by frequent bending and sinking at such points. 
The outer epidermal wail is the first tissue to collapse, falling against 
the lower wall of the epidermal cell (pi. 2, T) and K, c). Following 
the collapse of the epidermis, the mycelium begins to penetrate 
through the macerated walls of the collapsed epidermal cells into the 
mesophyll from the stroma which has been formed from the sub¬ 
cuticular hypliae (pi. 2, F\ b , e, and pi. 3, B, b). Growth within the 
mesophyll is intercellular. Prior to this stage the mesophyll cells 
appear normal but rapidly collapse in the region of the invading 
mycelium (pi. 2, F, d f and pi. 3, A, b). At this stage the macroscopic 
symptom of scalding and water-soaking becomes evident in the leaf 
spots. Even after complete break-down of the mesophyll the mycelium 
makes only a sparse development in the interior of the leaf (pi. 3, A , c). 
This stage is reached about 9 days after inoculation in barley and after 
about 14 days in rye and the grasses under greenhouse conditions. 

The infected area continues to enlarge by the radial growth of the 
subcuticular hypliae at its margin, the epidermis first collapsing, 
followed by successive penetrations of the fungus into the mesophyll 
(pi. 2, E f c ). There is no evidence that radial growth of the inter¬ 
cellular mycelium within the mesophyll plays any important role as a 
means of enlarging the diseased area, since the subcuticular develop¬ 
ment of mycelium and subsequent epidermal collapse always consid¬ 
erably precede the appearance of hypliae in the underlying mesophyll 
at the margin of the lesion. 

Fructification’ of the Fungus 

During the invasion and break-down of the mesophyll, the subcutic¬ 
ular mycelium develops rapidly, covering the entire area of the leaf 
spot and building up a fertile stroma which may be several cells in 
thickness (pi. 3, A , r/, and B, a). At this stage the cuticle has been 
pushed away from the wall and lost, leaving the stroma completely 
superficial. The greatest growth of the fungus is in this subcuticular 
and later superficial position, the mass of the fungus there far exceed¬ 
ing that within the mesophyll tissue. Fructification occurs after the 
complete break-down of the leaf tissue in the infected spot. The 
conidia are formed as direct outgrowths of the cells of the superficial, 
fertile stroma (pi. 3, C, a , £>). Sporulation is most abundant in the 
central and most completely collapsed area of the leaf spot. 

Owing to the restriction of the initial development of infection and 
subcuticular mycelium to one surface of the leaf, the fruiting stroma 
and sporulation are limited to that surface, although either surface may 
become infected (pi. 2, E, e, d , and pi. 3, A , a, d ). The fungus does 
not grow through the leaf to fruit on the opposite surface. The 
fructifying surface can be identified macroscopically by the darker 
color of the leaf spot margin there, as contrasted with that on the 
opposite side. Fructification on both surfaces of a given leaf area 
occurs only where two separate infections take place on exactly 
opposite sides of the leaf. 

Discussion of Pathological Histology 

Penetration has been reported and figured by Bartels ( 1 ) as being 
effected primarily by the growth of conidial germ tubes through the 
stomata, directly into the mesophyll of the leaf. He also reported 
direct epidermal penetration as occurring less frequently. Maclde 
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(16) implied stomatal entry by stating that the germ tubes “form 
appressoria in the stomata.” The observation of hundreds of germi¬ 
nating conidia and penetrations, in tliis study, has given no evidence 
of even the rare occurrence of stomatal entry. Germ tubes repeatedly 
have been observed to have grown across the surfaces of stomata to 
form appressoria on the upper epidermal wall elsewhere. The early 
stages of the pathology of the scald disease, involving abundant sub¬ 
cuticular development of mycelium prior to its appearance within the 
mesophyll tissue, precludes the possibility of stomatal entry being of 
significance in the initiation of infection. 

Bartels (1) has figured the fungus as first developing within the 
mesophyll and later growing out to the epidermis to form the fertile 
mycelium within the lumen of epidermal cells of both the dorsal and 
ventral surfaces. Brooks (2), while not following penetration of the 
fungus, gives an account of fructification similar to that of Bartels, 
assuming preliminary entry of the mycelium into the mesophyll and 
later growth out to a subcuticular position or into the lumen of the 
epidermal cells where fructification occurs. Failing to understand 
the manner of the initiation of parasitism of Rhyvchosporiurn , these 
workers have apparently interpreted the penetration from the sub¬ 
cuticular mycelium into the mesophyll as occurring in the reverse 
order. The writer has never observed a case where the fruiting 
stroma developed initially wdthin the lumen of the epidermal cells. 
Occasionally, as shown in plate 2, F, b , hyphae penetrating into the 
mesophyll appear to have traversed the lumen of the epidermal cells. 
A more likely interpretation, however, is that they have grown down 
through the vertical wall of the epidermal cells, which are indiscern¬ 
ible, as is most w all tissue in the presence of masses of the fungus. It 
is possible that, after break-down of the epidermal cells, the fertile, 
mycelium may develop within the macerated walls of these cells. It 
is certain, however, that in the writer's material, hyphae did not enter 
the lumen of epidermal cells preliminary to formation of the fruiting 
stroma. 

Davis (8) stated that the conidia are borne on undifferentiated 
hyphae protruding from stomata. The papers of Frank (//) and 
Brooks (2) and the present w T ork concur in showing this to be incorrect. 

THE CAUSAL ORGANISM 

TAXONOMY AND NOMENCLATURE: 

The Genus Riivnchoscohicm 

The taxonomy aiul nomenclature of the genus Rhynchosporium have 
become confused in European and American literature. The first, 
mention of the genus Rhynchosporium occurs in a publication by Frank 
(11) in October 1897, in which the author credits the naming of the 
new genus to his associate, E. Heinsen, who had not yet published his 
work. Heinsen (12) in 1901 published on this work. Both Frank 
and Heinsen failed to give formal descriptions of the genus or species, 
merely giving a general description of the fungus with illustrations. 
Formal descriptions were later provided by Saccardo (18) and Lindau 
(15), who credited authority for the genus Rhynchosporium and the 
species 11. grarninicola to Heinsen. 

Davis (8) in 1922 emended the genus to include all Mucedinuceae, 
Micronemeae, Hyalodidymao. Davis conceived the conidia to lie 
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borne in the following manner: “An undifferentiated liypha makes 
its way to a stoma where it bears upon its extremity a conidium.” 
This statement has been shown to be in error by the present work and 
that of Brooks (2). 

The taxonomic position of the genus Rhynchosporium is somewhat 
debatable since the genus appears to possess characters common to 
both the orders, Moniliales and Melaneoniales. The apparent re¬ 
semblance to the Melaneoniales lies in the fructification from a stroma¬ 
like stratum. This stratum constitutes the main mycelial body of 
Rhynchosporium , being almost continuous over the affected portion of 
the leaf and more or less unlimited in its growth at its margin. The 
position of the stroma is essentially superficial on the leaf, although 
the initial growth of hyphac immediately following infection and at 
the margin of the stroma is in the subcuticular position. By prolifer¬ 
ation of this mycelium the stroma is progressively built up from the 
center toward the margin of the leaf spot. The margin of the stroma 
grades into a diffuse nonstromatic mycelium, in a subcuticular position. 
The cuticle is soon pushed away and dislodged as the fruiting stroma 
is built up. Conidia are never produced within the host tissue, or 
even under the cuticle, later to be discharged. 

In the existing keys to the genera, it is true that Rhynchosporium 
might conveniently be placed in the order Melaneoniales or even 
considered synonymous with Marssonina . However, this study is 
interpreted as giving little evidence that Rhynchosporium is closely 
related to genera of this order. If such an interpretation were made, 
the whole more or less diffuse and superficial fungus body, which is 
often over 1 inch long and one-lmlf inch wide, must be considered a 
single aeervulus. Therefore, as the preferable alternative, the fruiting 
structure is here interpreted as a more or less compact, yet little 
organized mycelium, from which eonidia are directly abstricted as in 
many other genera of the Moniliales. On the basis of these consider¬ 
ations Rhynchosporium is here recognized as a valid genus in the 
family Moniliacea e. 

Frank's illustrations indicate that he correctly understood the 
morphology of the fruiting structures of the genus. However, the 
descriptions by Saccardo and Limlau are based on Heinsen’s studies 
of the morphology of the fungus in culture and are misleading as to 
the morphology of the fructifying structure on the host, which, in the 
writer’s opinion, is the important distinguishing feature of the genus. 
It seems necessary, therefore, to present hen' an emended description 
of the genus, including the characteristic features of fructification. 
Rhynchosporium Ilemscn. 

Parasitic*, producing spots on leaves; sterile mycelium sparse in mesophyll of 
host; mycelium subcuticular at first, later developing into a superficial fertile 
stroma more or less covering the leaf spot; conidiophores absent; eonidia one- 
septate, hyaline, sessile on cells of fertile stroma. 

The emended genus, Rhynchosporium , would fall in the classification, Moni- 
liaceae, Hy alodidy mae, Micronomeac. 

Nomenclature of Rhynchospokutm skcalis (On>.) Davis 

The first published record of the scald fungus was made by Oude- 
mans (17) in June 1897, under the binomial Alarsonia secalis, 4 months 
previous to Frank’s publication (11) on the same organism under the 
name Rhynchosporium graminicola Heinsen. Davis (7), in 1919, 
believing that Oudemans had incorrectly classified the fungus in the 
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Melanconiales, recognized lleinsen's genus RhynchosporLum, in making 
the new combination Rhynchosporium secalis (Oud.) Davis. 

Bartels ( 1 ), in 1928, made thecombinati()n^/^mnwma rjraminicola 
(Ell. and Ev.) Sacc., placing Gloeemporium graminicolum Ell. and Ev., 
M. secalis Oud., and Rhynchosporium graminicola Frank in synonymy. 
He recognized as having priority a description by Ellis and Everhart 
(10, p. 154) of G. (Marsonia) graminicolum, collected upon an unidenti¬ 
fied grass by John Dearness at London, Canada. The description 
given of G . graminicolum has nothing in common with the characters 
of the scald fungus. Through the efforts of J. J. Davis, cotype 
material of G . graminicolum Ell. and Ev. has been secured from 
Dearness for study by the writer. This specimen is not the scald 
fungus and shows no similarity to it either in disease symptoms or 
fungus structure, and therefore can have no priority in the nomen¬ 
clature. Ellis and Everhart's report (10) is accurately descriptive of 
the specimen. The internal morphology of the host strongly suggests 
it to be one of the Cyperaceac. 

In view of the priority of Oudomans’ description, the valid name of 
this species, then, is Rhynchosporium secalis (Oud.) Davis. 

New Spectes 

A new species of the genus Rhynchosporium has been collected in 
Wisconsin by the writer (4) and by Sprague 10 in Oregon, attacking 
Dactylis glomerata. This fungus produces symptoms identical with 
those of R. secalis . The fruiting structure is likewise similar. The 
new species, here designated as R. orthosporum , has uniformly cylin¬ 
drical conidia which distinguish it from R. secalis (fig. 1). It is 
described below. 

Rhynchosporium orthosporum sp. nov. 

In foliis; maculis ampliigenis, 0.5-3.0 cm longis, lentioularibus et saepc onn- 
fluentibus, initio humido-fusco-olivaeeis, margine concolori, dein centro cams, 
brunneo-marginatis; conidiis 14.4-19.4 X 2.3-4.7 erectis, clyindraoeis, medio 
1-septatis, in stromatibus supcrfioialibus sine basidiis et plus minusve maculas 
oinnino occupantibus. 

Ilab. in foliis Dactylidis glomeratae in Wisconsin, 1929. 

Rhynchosporium orthosporum sp. nov. 

On leaves; spots, 0.5-3.0 cm long, lenticular in shape, coalescing to form irregular 
lesions, at first water-soaked, dark olivaceous, later becoming gray surrounded by 
a brown margin; conidia 14.4-19.4 X 2.3-4.7 m, erect, cylindrical, mcdianly 
septate, formed directly on cells of superficial stroma, more or less covering leaf 
spot 

On Dactylis glomerata L., Whitewater, Wis., May 11, 1929, Caldwell (type); 
also from other locations in Wisconsin and from Benton County, Oreg. 

Cotype specimens have been deposited in the herbarium of the 
University of Wisconsin and in the mycological collections of the 
Bureau of Plant Industry, United States Department of Agriculture. 

Excluded Species 

Davis (8) has made the combination Rhynchosporium alismatis 
(Oud.) Davis, placing Septoria alismatis Oud., Aschochyta alismatis 
Ell. and E v. } Ramularm alismatis Fautr., and Didymaria aquatica 
Starb., occurring on Alisma and Sagittaria , in synonymy with it. 


10 Spraguk, R. See footnote 8. 
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Through tlie kindness of Dr. Davis, a fresh specimen of Rhyncho- 
sporium alismatis (Oud.) Davis on Alisma plantago-aquatica, collected 
by him at Klevensville, Wis., on July 12, 1929, was made available 
for study. Freehand and paraffin sections of this specimen show 
this fungus to lack the superficial fertile stroma and to bear the conidia 
on short flask-shaped conidiophores on the leaf surface (pi. 3, D ). 
Thus, this species does not fall in the division Micronemcae as stated 
by Davis (8). The. presence of conidiophores together with the lack 
of the superficial stroma excludes this species from the genus Rhyncho - 
sporiwrn. 



I'Mtnih 3.--Uerxtumitum m water of culture-grown conuiia ofharley raceof Rhyne hosporiu rn secahs A to /> 
represent grow th .stages after 8,12, 24, and 36 hours, respectively. 


Thus the genus as here defined includes only the species Rhyncho ■ 
sporium secalis (Oud.) Davis and i?. orthosporvm sp. nov\ 


ISOLATION AND CULTURE 

Cultures of the scald organism from the several hosts may usually 
be obtained by the planting of small pieces of diseased leaf tissue on 
potato-dextrose agar after surface sterilization. Surface sterilization 
was accomplished by dipping the leaf pieces into 70-percent, alcohol 
for 20 seconds, removing them to 1 to 1,000 mercuric bichloride 
solution for 1 to 2 minutes, and transferring them to agar plates 
after washing in sterile water. The fungus grows very slowly and 
requires 4 or 5 days to become macroscopically evident. Isolation 
during the warm summer months at Madison, Wis., is often difficult 
since the lesions are frequently overrun by various other fungi, 
predominantly Alternaria spp., which completely suppress the devel¬ 
opment of Rhynchosporium. When conidia from the host are avail¬ 
able, cultures may be secured by pouring suspensions of conidia in 
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sterile water over agar plates and draining off the excess moisture. 
Isolated germinating spores usually must he located under the micro¬ 
scope and removed to agar slants soon after germination to avoid 
contamination. 

The conidia of Rhynchosporivm secalis and of R. orthospcrum germi¬ 
nate upon agar within a 24-liour period. The details of the process, 
in the case of R. recalls, have been well described by Heinsen (12). The 
upper cell usually germinates first, with the germ tube swelling from 
the side of the cell or tip of the beak. The lower cell may then send 
out a tube. Either or both cells commonly produce a second tube 
after elongation of the first. Conidia germinating in distilled water 
are shown in figure 3. In water at 20° 0., germination begins within 
4 hours. The contents of the conidia., at first quite homogeneous, 
become vacuolate preceding germination. On agar, germination is 
initiated more tardily and germ tubes elongate more slowly than in 
distilled water. 


Growth Response upon Different Media. 

All the races of Rhyncliosporium secalis as well as the species R. 
orthospor'um grow slowly in culture. The most rapid growth, on the 
media used, occurred upon potato-dextrose agar. The rye and 
barley races of the fungus have been cultured upon a. variety of media 
including barley and rvc-leaf-decoctioii agars, corn meal, and corn 
meal 1-percent dextrose agars, lima bean agar, oatmeal agar, potato, 
potato 1-percent dextrose, and potato 2-percent dextrose agars, 1- 
and 2-percent malt- extract agars, and upon sterilized barley stems. 
The volume of mycelium ami spores produced, within this range of 
media, apparently varied directly with the concentration of dextrose 
or soluble carbohydrate present. Judging from the conformation of 
the conidia, the most nearly normal development occurred on those 
media with low sugar content, i. e., corn meal, oatmeal, and lima bean 
agars, where conidia not unlike those from the host won* produced 
(fig. 1). Conidia from potato dextrose and malt agars were of 
variable shape and appeared to be little more than undifferentiated 
terminal or branch cells of the fertile hyphae. 

TEMPERATURE AND HUMIDITY RELATIONS 
(/ONi dial (Termination and Gkrm-Ture Growth 

To improve the inoculation technique, an experiment was conducted 
to determine the relation of temperature to spore germination and 
germ-tube elongation. Conidia of a culture isolated from barley 
were washed into sterile distilled water from 7-day-old corn meal- 
agar slant cultures. Drops of the spore suspension were transferred 
by a platinum loop to carefully cleaned cover glasses and were inverted 
as hanging drops over unsealed glass rings in Petri dishes. The 
bottoms of the Petri dishes w r ere moistened with water. A selected 
standard-size loop was used to transfer all drops, giving them a uni¬ 
form size. The hanging-drop, conidia! suspensions were then incu¬ 
bated at temperatures ranging from 2° to 35° C. At certain intervals 
of time 25 spores w ere selected at random near the periphery of the 
drop and the longest germ tube of each spore w r as measured. Obser¬ 
vations were continued for 48 hours. However, after 30 hours 
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branching of the germ tubes had become so profuse as to make meas¬ 
urements of germ-tube length unreliable as an index of growth. 
Only the germ tubes of eonidia near the periphery of the drops were 
observed, since germination was more vigorous there. The data 
from this experiment are presented in figure 4. These curves show 
the minimum temperature for germ-tube growth in distilled water 
to lie between 2° and 4°, the optimum between 18° and 21°, with the 
maximum between 28° and 30°. The sudden reduction in rate of 
growth between 21° and 24° is striking. Similar reactions were 
evident in a number of germination trials where no measurements 
were made. The same temperature relation was observed in the case 
of the eonidia, from a culture isolated from rve but a more tardy 
germination occurred at all temperatures. 



Fk.i uk l -Relation of temperature to conidml germination and germ-tube elongation. 

When eonidia in water are subjected to temperatures of 30° C. and 
above, the contents usually become vacuolate and one or both cells 
rupture, extruding their protoplasm into the surrounding liquid. 
Some of the spores remain intact at 30° but at higher temperatures 
(32° and 35°) practically all of them rupture. As stated above, 
eonidia in hanging drops were held at the several temperatures for 
48 hours. The eonidia failing to germinate at 2°, 30°, 32°, and 35° 
were then placed in a 20° chamber. The spores formerly held at 
2° now promptly germinated. xY few of the eonidia that had not 
ruptured at 30° also germinated. Those held at 32° and 35° were 
all dead. Those spores which germinated slowly at 4° were held at 
that temperature over a. period of several days and were observed 
to continue to develop to a degree which would seem sufficient to 
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produce infection. This is of interest in view of the fact that the 
disease makes very rapid development on barley in the fall when 
temperatures are near and below freezing for periods of considerable 
duration. 

Sporulation on the Host 

The development of scald following artificial inoculation proceeds 
normally in the greenhouse during the winter under controlled tem¬ 
peratures ranging from 12° to 24° C. Leaf lesions typical of the dis¬ 
ease are produced, but the fungus failed to produce conidia in appre¬ 
ciable numbers on all such lesions examined. It was found that 
the limiting factor in conidia] production under greenhouse conditions 
was apparently the low humidity, for when plants bearing sterile 
lesions were placed in a glass-moist chamber of 95-percent humidity 
and controlled temperature the lesions became abundantly covered 
with conidia, while controls in the open house at the same temperature 
failed to fruit. 

The production of conidia upon the host also seems to be affected 
by temperature. This relation was tested by placing diseased barley 
plants, found to be free of conidia, in a series of moist chambers 
(approximately 95-percent humidity) held at temperatures of 5°, 10°, 
15°, 20°, and 30° C. After a period of 48 hours’ exposure to these 
temperatures the lesions were examined for conidia. The results, 
although not quantitative, were striking. At 5° and 10° numerous 
conidia were produced, yet they were relatively few in contrast to the 
myriads to be obtained from plants held at 15° and 20°. At 30° no 
conidia could be found; however, at this temperature and high humi¬ 
dity the lesions were overrun by various saprophytes which may have 
influenced the scald organism. These temperature relations agree 
quite closely with those for germ-tube elongation, where the fungus 
is wholly inactive at 30° and, although somewhat retarded, effectively 
active at 5°. 

PHYSIOLOGIC SPECIALIZATION 
Material and Methods 

The inoculum (conidia and mycelial fragments) for most of the 
experiments reported here was secured from cultures of the organism 
on potato-dextrose agar slants. Except for one culture mentioned 
later, only monosporous cultures were tested. The conidia, which 
are formed in masses intermixed with mycelium, cannot readily be 
washed from the tubes. Therefore, the fungus mass was removed 
from the tubes, crushed to fine fragments with a spatula,, then taken 
up with water and strained through cheesecloth to remove the larger 
fragments of mycelium. The inoculum was sprayed over the plants 
with an atomizer and allowed to dry. After drying of the inoculum, 
the plants tested in the greenhouse were reatomized with tap water 
and placed in a moist chamber held at 100-percent humidity and a 
temperature of about 20° C. The foliage was kept continuously wet 
for 48 hours, after which the plants were removed to the greenhouse 
bench. In some tests conidia! inoculum was washed from diseased 
host plants. The sources of cultures used in these studies are given 
in table 1. 
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Table 1.- Cultures of Rhynchosporium secalis and R. orthosporum tested in cross• 
inoculation studies, with host source and place of collection 


Species and culture 
no. 

Host source 

Place of collection 

Dato of collection 

R. secalis: 

Bll. 

Barley_ 

Madison, Wis_ 

October 1926_ 

B21. 

.do..... 

.do.... 

October 1927. 

1331. 

.do. 

.do... 

.do.... 

B42. 

.do ... 

Corvallis, Oreg. 

December 1928.... 

B51. 

....do... 

Madison, Wis. 

June 1929.. 

B02 . 

_do_ 

_do... 

November 1929. 

B71. 

_do__. 

Corvallis, Oreg. 

Marrh 19M1 

B82. 

_do... 

Madison, Wis.. 

July 1932. 

BIO .. 

... do... 

Germany__ 


Hm 11. 

Hordeum murtnum _ 

Corvallis, Oreg.. 

February 1934. 

Hjll. 

II. jubatvm ___ 

Madison, W r is_. 

July 1935. 

A13. 

Agropyron re pens _ 

.do.... 

October 1928_ 





A2. 

_do _ 

_ do. .. .. 

J line 1,929 

A41 ... __ 

_ do ... 

Middleton, W r is.. 

July 1932 _ . .. 

Br 11_ 1 

Jirom us i riermis _ .. 

Madison, Wis. 

October 1928. 

Br. 21. 

.do. 

.do... 

Mav 1929.. 

Br. 51 . 1 

.. . do . 

|_do ___ 

June 1929 

E c 13.| 

Rig mas canadensis . 


October 1928. J 

E. c 21.1 

.... do.... 

1 Fort Atkinson, Wis. 

May 1929. 

E 0.31.i 

_do . 

| Madison, Wis. 

June 1930 . __] 

R. 11_ 

Rye--- 

1 .do. 

October 1926.. 

K. 21_1 

_do.. 

i .do... 

I October 1927_ ! 

R. 31.1 

....do .; 

|.do. 

Mav 1929...i 

R 41. 1 

.do_l 

i_do_ 

May 1930.. i 

R. orthos poru m 

1 



1)11 . . .... 

Dactylis glomernta _ 

_do... 

Mav 1927_ 

1)21 . 

... do..! 

Whitewater, Wis_ 

May 1929_' 

I 





Collector 


Writer. 

Do. 

Do. 

H. P. Bars*. 
Writer. 

Do. 

It. Sprague. 
Writer. 

H. Klebahn. 
It Sprague. 
Writer. 

Do. 

Do. 

Do. 

Do. 

Do. 

Do. 

Do. 

Do. 

Do. 

Do. 

Do. 

Do. 

Do. 

Do. 

Do 


The cross inoculations in the field were conducted similarly. After 
spraying the plants with inoculum from cultures they were covered 
for a 48-hour period with muslin tents, which were kept moist with a 
continuous fine spray of water, after which the tents were removed. 
Only seedling plants were tested in the field. 

The host plants were inoculated in the greenhouse in various stages 
of maturity, ranging from seedling to flowering plants. The degree of 
maturity of the plants from the seedling to the flow r ering stage appar¬ 
ently has no effect on susceptibility of greenhouse or field-growm plants. 
No attempt w as made to maintain a definite number of plants of a host 
species in the different trials. Generally from three to several plants, 
growing in one or more 4-inch pots, represented a host species in each 
inoculation series. 

Symptoms on barley appear earlier than on the other hosts and are 
at maximum development 2 weeks after inoculation. On rye and on 
species of Agropyron , Bromus , Elyirms , Dactylis , and Hordeum 3 w eeks 
or longer may be required for full expression of the disease. Observa¬ 
tions for infection w ere made at approximately weekly intervals, begin¬ 
ning 14 days after inoculation and continuing for 4 w eeks. 

The cross-inoculation studies have involved each of the host species 
from which cultures of the scald organism had been isolated by the 
writer as well as other species of the same genera and a number of 
species of other genera from which no cultures were available. The 
host species from which the cultures used in these studies w r ere isolated 
serve to distinguish the physiologic races of the scald organism. Seed 
of the host species dealt with in table 2 were collected in the vicinity 
of Madison, Wis., or La Fayette, Ind. 
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Table 2. —Greenhouse cross-inoculation studies with Rhynchosporium secalis and 

R. orthosporum 1 


RIIY N OH OS PORIUM SE C A LIS 








Results on differential host 

s 


JIo,st 2 3 4 source of culture 

Culture' 1 des¬ 
ignation 

Date of inocu¬ 
lation 

Barley 1 


Agropyron 

repens 

s s 

g fe 
cq 5 

.jj 5s 

II 

Elymus 

canadensis 

Hordeum 

jubatum 

Hordeum 

murinum 


(BU .. 

Jan. 

15,1927 

d- 

_ 








B31_ 

Feb. 

23,1929 

+ 

— 

— 

— 

— 

— 

— 



B31_ 

A pr. 

0,1934 

d- 

— 

_ 

— 

— 

— 

— 

— 


B31 *. 

Mav 

14,1934 

d 

~ 

— 

— 

— 

— 

_ 

_ 


B42_ 

Feb. 

14,1929 

-f 



— 

— 




Barley__ 

(B62.. 

Mar. 

15,1930 

d 

— 


— 

— 

— 

— 



B71. 

Apr 

1,1931 

+ 

_ 


- 

— 


_ 



B71.. 

Apr 

10.1934 

d- 

- 

- 

— 

— 

— 

— 

— 


R82.. 

Mar. 

11,1933 

d- 

- 

— 

— 

— 

— 

— 

_ 


BIO_ 

Apr. 

11, 1934 

d- 

— 

_ 

— 

— 

— 

_ 

— 


BIO. 

May 

18, 1931 

d 

- 


— 

— 

— 

— 

_ 


U m. 11_ 

Apr. 

9,1931 

i 

— 

- 

— 

— 

— 

_ 

— 

Hordeum murinum . 

11. in. 11.... 
H. m. 11... 

Apr. 

Apr. 

29,1931 
17,1935 

d 

d 


: 

I 

— 

~ 

_ 

t 

d~ 


III. m. 11_ 

Feb. 

15.1930 

d 

— 

— 

— 

— 

— 

— 

— 


(H. j 11. 

May 

0.1931 


— 

— 

— 

— 


d 


Hordeum jubatum.... 

U j. 11. 

H. j. 11_ 

Feb. 

May 

27.1933 

10.1934 


~ 



— 

~ 

d 

t 

— 


U j. 11«. 

May 

12,1934 

— 

_ 

— 

— 

— 

— 

d 

— 


A 13.. 

Feb 

25,1929 

— 


b 

— 

— 

— 

— 



\ 13. 

June 

20,1934 

— 

— 

d- ' 

_ i 

— 

— 


— 


A 2. 

Mar. 

12,1930 

— 

— 

4- i 

— 

— 

— 

- 


Agropyron re pens . 

\ A 2. 

May 

2.1931 

— 

~ 

d 

— 

— 

— 

— 



A 41.. 

Jan. 

12,1933 

— 

— 

d- 

— 

— 


— 

— 


A 41... 

Apr. 

21,1934 

— 

— 

+ 

— 

— 

— 


— 


,A 41.. 

May 

19,1934 

— 

... 

*F 

— 

— 

- 

— 

— 


Br. 14.. 

Mar. 

7,1929 

_ 

_ 

- 1 

f- 

_ 

_ 

_ 


Bromus memos. _ 

j Br. 21_ 

Mar 

10,1930 

— 

_ 

— 

f 

_ 





Br. 51 _ 

Feb. 

18,1932 

— 

— 

- 

f 


— 

— 

_ 


fE c. 13 .. 

Mar. 19,1929 

— 


__ 

— 

— 

d- 

— 


Elymus canadensis _ 

E. c. 21 _ 

JE c 3L . 

Feb. 

Feb. 

11,1930 
24. 1932 | 

I 

I 

— 

— 

— 

d- 

d- 

— 

— 


E. c. 31 . 

Feb. 

21,1933 

— 

— 

— i 

— 

— 

d~ 

— 

_ 


|R 11 . 

<>R 21. 

R 41 .. 

1929 i 

_ 

+ 

~ i 

— 

— 


— 

.. 

Rye__ 

Mar. 

7, 1920 

— 

+ 

— j 

— 

— 

— 

— 



Feb 

28, 1931 

_ 

d- 

— 1 

' 

_ 

_ 

_ 

_ 















RIIYNCHOSPORIITM ORTHOKPORUM 



fl) 11. 

Mar. 17,1929 



+ 




Dactylis gfomerata.... 

Id ii.. 

- Id 21 . 

Apr. 16.1934 
Mar. 17,1930 

~ — 

— 

+ 

d~ 



— 


(D 21. 

Apr. 4,1934 

— — — 

_ 

d- 





1 Infection is indicated by a plus (+) sign; failure to infect by a minus (-) sigD; no test made is indicated 

by leaders. 

3 All inoculum was produced in potato-dextrose agar culture except as stated in footnotes. 

3 All cultures except A 2 were derived from isolated single conidia. 

4 Oderhrucker barley (Wisconsin Pedigree fi) and Schlanstedt rye were used in tests made during the 
period 1927-30 and Oderbrucker (C. 1.182) and Rosen rye during the period 1931-35. 

8 Inoculum washed from leaves of infected barley 

3 Inoculum washed from leaves of infected Hordeum jubatum. 

Results of Cross Inoculation Trials 

From tables 2 arid 3 it is apparent that the cultures of Rhyncho¬ 
sporium secalis tested in this study represent six highly specialized 
physiologic races which can be distinguished by their ability to attack 
the six hosts rye, barley, Agropyron repens, Bromus inermis, Elymus 
canadensis , and Horde am jubatum. 

The race of Rhynchosporium secalis attacking cultivated barley 
C Hordeum vulgare) is represented here by a total of eight cultures from 
the States of Wisconsin and Oregon and one from Germany. In 
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these tests this race has been unable to attack any of the species 
inoculated except barley. No variation in host specialization oc¬ 
curred among the several cultures of this race. Two of them, how¬ 
ever, cultures B71 from Wisconsin and BIO from Germany, produced 
symptoms more slowly than the others and fruited sparingly, while 
the others fruited abundantly when exposed to high humidities for 24 
hours. The culture from II. murinum is apparently the same or a 
closely related form, appearing identical in its effect on barley and in 
addition attacking II. murinum in two of the four tests conducted. 
It is likewise similar to the barley race in culture Neither the cultures 
from barley nor those from II. murinum were able to attack II. 
nodosum or II. pusillum. The field inoculation tests with the barley 
race are in agreement with the greenhouse tests. The barley varieties 
Oderbrucker and Wisconsin Pedigree 39 w r ere susceptible to two cul¬ 
tures of the barley race, w hile tw o varieties each of rye, oats, and w T heat 
w^ere immune. 

Table 3. —Field cross-inoculation studies with Rhynchosporium secalis 


Kesults with cultures from - 


drain atnJ variety inoculated 


Bariev 

Oderbrucker. 

Wisconsin Pedigree 39.. 
Bye 

Schlanstedt. 

Rosen. ... . 

Oats 

Kherson 

Swedish Select . ... 
W'heat 

Marquis.. 

Turkey. 


1 " " " .. 

Barley j Bye 


B21 

R51 i 

B21 

B31 

Leaves 

inocu¬ 

lated 

Leaves 

infected 

Leaves 

inocu¬ 

lated 

1 

leaves | 
infected 

j Lea\ es 
mocu- 
j lated 

1 

; Leaves 
jinfected 

J Lea\ es 
mocu- 
1 lated 

! 

I Leaves 

1 infected 

i 

j Xu miter 

Number 

Number 

Number 

Number 

! Nu ruber 1 Number 

Number 

I ldS 

03 

315 | 

173 

1 159 

0 

279 

0 

i 183 

31 

198 

110 1 

1 

j 159 

0 

219 J 

0 

, 297 

0 

396 

0 ’ 

210 | 

25 

418 

42 

1 288 

0 

330 

°i 

189 | 

38 

366 

39 

198 

0 

258 

0 i 

192 

0 

197 

0 

183 

0 

174 

0 1 

| 171 

0 

240 

1 ° 

192 

0 

278 

9 

! 231 

9 

276 

0 

237 

0 ! 

357 i 

1 

« 1 

135 

0 i 

1 1 

246 

0 


An experiment on overwintering of the scald organism reported 
below (table 4) provided another test of specialization of the barley 
race. In April and May 1927, barley and rye were exposed in a moist 
chamber to dead scald-infected leaves of barley that had lain in the 
open during the winter. This exposure resulted in a heavy infection 
of the barley and no infection of the rye. 

A specific race of Rhynchosporium secalis , as represented bv one 
culture from Madison, Wis., occurs on Hordeum jubatum. This race 
is distinct from that on cultivated barley and II. murinum. It at¬ 
tacked neither of those hosts nor any of the other hosts, here con¬ 
sidered as differential species. It is, however, very aggressive in its 
attack of II. jubatum. It also attacks II. nodosum and H. pusillum. 

A distinct race of Rhynchosporium secalis attacking rye is represented 
in these studies by three cultures, all collected near Madison. This 
race is able to attack only rye among the differential hosts. No other 
host species has been found to be susceptible. The field inoculations 
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with two cultures of this race showed Schlanstedt and Rosen rye to 
be susceptible, while two varieties each of barley, oats, and wheat 
were immune. 

Agropyron repens is likewise attacked by a distinct specialized race 
of the scald fungus. Three cultures, two of which came from the 
vicinity of Madison and one from Middlotown, Wis., represent the 
race. This race also attacks A. tenerum but none of the other differ¬ 
ential species. 

Three cultures from Elymus canadensis represent a distinct race of 
Rhynchosporium secalis attacking E. canadensis but none of the other 
differential species. E. virginicus, E. striatus y and Agropyron tenerum 
were also infected. This race is the only one studied which was found 
to be capable of attacking a host species of a genus other than that 
from which it was isolated. 


Table 4. —Scald infection resulting from contact of seedling barley and rye with dead 
overwintered , scald-infected barley plants 


Host plants exposed 


Leaves ex¬ 
posed 


Lea\es infected 


Oderbrucker barley 
Schlanstedt rye. 



A separate race of Rhynchosporium secalis is specialized on Bromus 
inermis and other species of Bromus. Three cultures from the 
vicinity of Madison represent this race. While failing to attack any 
of the differential species other than B. inermis , this race has pro¬ 
duced infection on B . arenarius , B. lanuginosus , B. madritensis f and 
B. inllosus. 

Two cultures of Rhynchosporium orthosporum , isolated from Ihic- 
tylis glomerata collected at Madison and Whitewater, Wis., have been 
tested for pathogenicity on the differential hosts of the six races of 
R. secalis (table 2). Like the races of R. secalis , it shows a high degree 
of host specificity, being unable to attack any variety inoculated 
other than D. glomerata . 

A number of additional species reported to be susceptible in (Ger¬ 
many by Bartels (1 ), but from which no cultures were available, have 
been included in these inoculation studies with negative results. 
This group includes the species Cynosurus cristatus f Ilolcus lanatus , 
Lolium italicum , L. perenne } Phleum pratense 9 and Poa pratensis . 
These species proved to be immune to one or more cultures of each 
of the races of Rhynchosporium secalis included in this study with the 
exception of C . cristatus , which was not tested to the Bromus race. 
Bartels (1 ) also found Agrostis stolonifera to be susceptible, while the 
closely related or synonymous species, A . alba } was immune from all 
of the races tested in the present work. 

Cultural Characters of Physiologic Races 

One representative culture of each of five physiologic races of 
Rhynchosporium secalis and one of R. orthosporum have been com¬ 
pared in Petri dish cultures. Cultures of the race on Ilordeum jubatmu 
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were not available when this comparison was made. The media used 
were potato-dextrose and malt agar containing 1.5 percent of Bacto 
agar and 2 percent of dextrose and malt extract, respectively. Each 
plate contained 40 cc of the medium. The plates were inoculated in 
the centers with approximately equal masses of mycelium from 
monosporous cultures of the several races growing on malt agar. 

The type of growth upon the two media was similar for any one race, 
although all races grew more rapidly on the potato-dextrose agar. 
Two general types of growth were to be distinguished among the six 
cultures (pi. 4). Rhynchosporium orthosporum and races of R. secalis 
from rye, Bromus inermis , and Elymus canadensis grew out from the 
inoculum center in a uniform radial manner, while races from barley 
and Agropyron repens heaped up to form irregular masses of mycelium 
and conidia. Differences in pigmentation were marked between the 
several races. The colonies of the barley race soon darkened and 
within 2 weeks were almost black. The race from A. repens was 
quite similar to that from barley but retained a light-pink cast. 
Colonies of the races from E. canadensis and rye remained light in 
color, while the colony from B. inermis became brown and produced 
a brown pigment which stained the medium about the colony. R. 
orthosporum soon developed a very dark pigment. These characters 
are relatively constant for each race as described and appeared in all 
isolations obtained. 

Differences in abundance of fructification are marked and constant 
between certain races, but this character may vary in different cultures 
of other races. In the variable races a culture may change from 
fruitfulness to near sterility or the reverse. The barley race is uni¬ 
formly highly conidial and has never deviated from this character. 
Cultures of the Agropyron race were similar in this respect although 
somewhat less fruitful. The race from rye is distinguished by the 
production of very few conidia in all cultures obtained. The races 
from Elymus canadensis and Bromus inermis are notable for their 
variability, some cultures producing abundant conidia and others 
none. Furthermore, a fruitful culture of these races may change to 
almost complete sterility. Attempts to influence fruitfulness in cul¬ 
tures by variations in nutrients and pH of media, temperature, and 
light have been unsuccessful. 

Morphology of Conidia of Physiologic Races 

A comparative study has been made of the shape and size of the 
conidia of six physiologic races of Rhynchosporium secalis and of R. 
orthosporum as produced upon the host in nature and in culture. 
Fifty conidia of each race from the host, and the same number from 
7- to 10-day-old, simultaneously grown, corn meal agar cultures, were 
measured and morphologically compared. Only mature conidia 
were considered, clearly evident septation being the criterion of 
maturity. 

The conidia of the several races from the hosts proved to have no 
distinguishing features either in shape or size (table 5 and fig. 1). 
Thus Rhynchosporium secalis is a relatively homogeneous species as 
far as conidia from the hosts are concerned. 
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Table 5. —Measurements of conidia from host plants and cultures of races of Ithyn- 
cho8port urn Recalls and of R. orthosporum” 1 


Length i 1 >ih meter 


I 


Species of fungus and hosts 
from which conidia and 
cultures were obtained 

Maxi¬ 

mum 

Mini¬ 

mum 

Mean±S E 

Maxi¬ 

mum 

Mini¬ 

mum 

MeaiirLS E 

Host 

Culture 

Host 

Culture 
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in corn meal-agar cultures G to 10 da>.x old. 

This was not true, however, of conidia from culture among which 
marked and consistent differences between some races were evident. 
Thus the mean lengths of conidia of the barley and Bromus inermis 
races were 17.1m and 18.3/z, respectively, while those of the Agropyron 
repens and rye races were 13.2/t and 12.7/x, respectively. The situation 
is reversed relative to diameter, those of the rye and A. repens races 
exceeding those of the barley and B. inermis races. 

Discussion of Physiologic Specialization 

Two workers in Germany have published the results of cross¬ 
inoculation studies with Rhynchosporium secalis, indicating that 
collections of this organism from several host species in Germany dis- 

E lay no differences in host specialization, lleinsen (12) sprayed 
arley, rye, wheat, and oats with a conidial suspension of R. secalis 
both in the field and greenhouse and obtained heavy infection of barley 
and rye, light infection of wheat, and no infection of oats. The source 
of his conidia was not given. Therefore one cannot be certain that 
he was not dealing with a mixture of races, lie reports, however, 
one apparent case of spread of scald from rye to barley in field plots. 
Bartels ( 1) conducted cross inoculations involving conidial inoculum 
taken directly from barley, rye, Hordeum murinum , and Lolium 
perenne , with which he inoculated the cereal hosts barley, rye, wheat, 
and oats, and grass hosts of the genera Agropyron , Agrostis , Bromus , 
Cynosurus , Hordeum, Lolium, Holcus, and Phleurn. In addition, 
conidial inoculum from an agar culture, isolated from Ilolcns lanatus, 
was tested. He reported successful transmission of the disease from 
each of these conidial sources to each of the hosts tested, from which 
he concluded, therefore, that there were no specialized races of R . 
secalis. Brooks (2), in England, has stated that R. secalis on “wild 
grasses” “undoubtedly may be a source of infection to crop plants.” 
A suggestion of nonspecialization in Oregon has been given by Barss 11 
in a report that scald was more severe on rye following barley in the 
rotation than when following other crops. 


>* See footnote 5. 




Aug. i, 1937 Rhynehosporium Scald of Barley , Rye y Other Grasse# 195 

The writer's observations of scald iri the field lead to the conclusion 
that very restricted host specialization exists in the species Rhyn - 
chosporium secalis. The following field records provide evidence. 

June 6, 1928, Madison, Agropyron repens in a field of severely infected rye was 
uninfected; Bromus inermix in a patch of severely infected A. repens was unin¬ 
fected, while at a distance of about a mile B. inermis was severely infected; Hordeum 
jubatum was uninfected although growing intermixed with infected B. inermis. 

June 21, 1928, Madison, wheat plots adjacent to severely infected barley plots 
were uninfected. (Wheat has been reported to be susceptible once in Germany 
and once in Washington.) 

July 7, 1930, Madison, abundant Agropyron repens and timothy growing in a 
severely scald-infected barley plot were uninfected. (Timothy has been reported 
to be susceptible in Germany.) 

There appears to be no explanation of the extreme diversity be¬ 
tween the results of Bartels ( 1) and Heinseri (12) in Germany and 
those of the writer. Only one culture of the scald fungus from Ger¬ 
many has been studied by the writer. This was secured from the 
Central-Bureau Voor Schiimneleultures with the statement by Prof. 
Joint. Westcrdijk that it is “one of the strains with which Bartels 
worked.” In the writer’s test this strain, designated BlO, appeared 
to be specialized, producing infection only on cultivated barley (table 
2). It differs in pathogenicity from most of the American cultures 
of the barley race only in producing symptoms on the host more 
slowly and sporulating less abundantly. However, one American 
culture, B71, behaved similarly. In culture the Bartels strain failed 
to produce the characteristic black pigment in old cultures as do those 
from North America. 

The only apparent, difference in the technique used in the cross¬ 
inoculation tests of Bartels and those of the writer is that the former 
worked mainly with host-borne conidia while the latter mainly used 
conidia from culture. However, in one case, Bartels reported work¬ 
ing with inoculum from a culture isolated from Holms Ianatus y and 
finding the plurivorous relation as witli host conidia from other 
species. On the other hand, the writer, in one inoculation trial each 
with the Ilordevrn jubatum and barley races, used host-borne conidia 
and found the same specialized condition as determined with inoculum 
from culture. Likewise inoculum from overwintered, naturally in¬ 
fected barley failed to attack rye, although it heavily infected barley. 
Thus the source of inoculum, i. e., from culture or host plant, did not 
affect the results of either Bartels or of the writer and will not serve as 
an explanation of their diverse results. Only the further exchange of 
cultures can clear up the apparently anomalous situation of extreme 
host specialization of a species in North America and the absence of 
specialization in Europe. 

LIFE HISTORY 

Seasonal Cycle of Occurrence 

Scald becomes evident in early spring on cereals and grasses in 
the North Central States as soon as the first green foliage appears. 
With favorable conditions for development, the disease becomes 
progressively more prevalent on barley and rye until ripening of the 
crop. In the fall, volunteer barley plants may be heavily infected. 
The same general cycle occurs on the grasses, the disease developing 
abundantly in spring and fall and but little during the high tem¬ 
peratures of July and August. 
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OVERWINTE HI N11 

The means of overwintering of Rhynchosporium secalis in the 
Northern States has not been known. It has been stated ( 1) that 
the organism passes the winter in an active state upon winter grains, 
which might account for the overwintering of the rye race and races 
on perennial grasses but not that of the barley race in the spring 
barley region. Heinsen (12) reported the scald fungus to be capable 
of saprophytic development in the soil in the greenhouse wherein its 
viability was maintained for a 15-month period, after which seedlings 
grown in the infested soil developed the disease. Bartels ( 1) also 
found the organism to grow in soil and persist there for a period of 6 
months. The writer has been unable to detect growth of the organ¬ 
ism on greenhouse compost soil when inoculated with a suspension of 
conidia and mycelium of the barley race or to secure infection of 
barley grown in such soil. 

The possibility of overwintering and spread of scald in or on the 
seed was investigated in 1931 by an extensive sowing of barley seed 
from a severely infected field, upon soil where no scald was known to 
have occurred. The seed was of Wisconsin Pedigree 6 barley, produced 
at Madison in 1930 on severely scald-infected plants. The planting 
was made at La Fayette, Ind., in April 1931. No scald appeared in 
this planting. 

Definite evidence of overwintering of Rhynchosporium secalis upon 
dead volunteer barley plants in the field has been secured by the 
writer at Madison. During the winters of 1920 27 and 1927-28, 
examination of dead infected leaves at regular intervals failed to 
demonstrate the survival of conidia until spring. During April and 
May 1927, however, the exposure of young barley seedlings as they 
emerged from the soil to such infected barley plant refuse resulted in 
heavy infection (table 4). The seedlings were kept in a high-humidity 
chamber and frequently sprayed with water during this exposure to 
the plant refuse. Thus, abundant viable inoculum was present on the 
overwintered plant refuse even though no conidia could be found 
previous to the inoculation trial. 

In April 1929, dead, scald-infected barley plants that had been kept 
in the open field during the winter were found to bear abundant 
conidia after being exposed to room temperature and high atmospheric 
humidity for a few days. It appears probable that overwintering is 
accomplished by the fertile stroma of the scald fungus which resumes 
the production of conidia when warm temperatures return in the spring. 

The observations and culture studies of other workers and the 
writer have failed to demonstrate the existence of a perfect stage which 
might servo as a spring source of inoculum. 

SUMMARY AND CONCLUSIONS 

Scald caused by Rhynchosporium spp. attacks primarily the leaf 
blades and to a lesser extent the leaf sheaths of barley, rye, and a 
number of grasses in the United States. The symptoms of the disease 
are the appearance of darkened water-soaked leaf spots, usually of 
lenticular shape followed by a drying and bleaching of the lesions 
which develop typical dark-brown margins. The simultaneous occur¬ 
rence of many water-soaked areas covered by a gray subcuticular 
mycelium produces the appearance of scalding. 
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Scald is widespread in Europe and North America and has been 
reported from Tunis, Argentina, Peru, and Australia. The disease is 
often of little economic importance but is severe in the Pacific Coast 
States where estimated losses have amounted to from 20 to 30 percent. 

An emended description of the genus Rhynchosporium has been 
presented, based upon the distinctive fertile stroma and manner of 
sporulation of the type species, R. secalis (Oud.) Davis. The valid 
binomial of the scald fungus occurring on barley, rye, and a number of 
grasses is R. secalis (Oud.) Davis. 

Scald of Dactylis glomerata L. is caused by a fungus species that 
is definitely a member of the genus Rhynchosporium but has cylindrical 
conidia, which differentiate it from R. secalis } which hasapically beaked 
conidia. The new species on D. glomerata has been described here as 
R. orthosporum sp. nov. 

At present Rhynchosporium secalis and R. orthosporum are the only 
legitimate species in the genus Rhynchosporium as here defined. R. 
alismatis (Oud.) Davis, occurring on Sagittaria and Alisma , is excluded 
from the genus Rhynchosporium since its conidia are borne on flask- 
shaped conidiophores and it lacks the characteristic fertile stroma of 
this genus. 

A high degree of host specialization has been found within the species, 
Rhynchosporium secalis. Six specialized races were found which can 
be distinguished by their capacity or incapacity to parasitize the 
host plants, namely, Secale cereale (rye), TTordeum vulgare (barley), 
Agropyron repens , Bromus inermis , Elym us canadensis , and II. jubatum 
in greenhouse and field inoculations. The existence of specialized 
races also is evidenced in the natural occurrence of this fungus in the 
field. Each race has displayed some constant and distinctive charac¬ 
ters in artificial culture. 

The conidia of the different races of Rhynchosporium secalis 
produced upon the hosts showed no important morphologic differences, 
while in culture distinct and constant differences between certain 
races were evident both in form of conidia and cultural characters. 

Conidial germination proceeds readily in distilled water, occurring 
within the temperature range 4° to 28° C. The optimum temperature 
for germ-tube elongation lies betw een 18° and 21°. In distilled w ater, 
at and above a temperature of 30°, the conidia rupture and extrude 
the cytoplasm into the surrounding medium. 

Fructification of the fungus is inhibited at the knv relative humidities 
afforded by the greenhouse in winter, but occurs abundantly at high 
humidities. 

Parasitism of barley by Rhynchosporium secalis is initiated by direct 
penetration of the leaf cuticle from appressoria, the mycelium establish¬ 
ing itself and makingits initial development in the subcuticular position. 

The enlargement of the infected area is accomplished by spread of 
the subcuticular mycelium. The epidermal cells collapse under the 
subcuticular mycelium being the first tissue to show the effects of 
the disease. Following epidermal collapse, the mycelium repeatedly 
penetrates from the subcuticular position into an intercellular position 
within the mesophvll, causing almost immediate collapse of that tissue. 
Relatively sparse development of mycelium occurs in the mesophyll 
tissue. 

The subcuticular mycelium proliferates and enlarges, pushing the 
cuticle away from the epidermal w r all, to form a fertile stroma, from 
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one to several cells in thickness, on the lesion surface. Fructification 
follows on the fertile stroma, covering the collapsed area of the lesion. 
Conidia are borne directly on the sides of the cells of fertile stroma 
on the surface of the lesion. 

The barley race has been shown to overwinter in Wisconsin on 
dead tissues of plants infected during the previous season. 
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THE BIOLOGY OF PLATYGASTER HERRICKII, A PARASITE 
OF THE HESSIAN FLY 1 

Bv C. C. Hill, associate entomologist , and W. T. Emery, assistant entomologist , 

Division of Cereal and Forage Insect Investigations , Bureau of Entomology and 

Plant Quarantine , United States Department of Agriculture 2 

INTRODUCTION 

Platygaster her rick'd Packard 3 is an important parasite of the hes¬ 
sian fly, Phytophaga destructor (Say), in certain sections of the United 
States. Little lias been published on it except from the taxonomic 
point of view. In 1933 Gahan (/) 4 gave a history of the literature 
together witli a full redescription of the adult. Valuable unpublished 
observations on its behavior and development were made as early as 
1910, by the late W. R. McConnell, and descriptions of egg, first- 
instar larva, and methods of oviposit ion were deposited by liim in 
official files of that year. The senior author began observations of 
its morphology and activity in the eastern coastal States in 1920, 
and since then lias accumulated information as he has had the oppor¬ 
tunity. More recently the junior author began work on the occurrence 
and habits of this parasite m the West Central States. 

DISTRIBUTION AND ECONOMIC IMPORTANCE 

Platygaster herrickd has been collected from most of the winter- 
wheat-growing sections of the United States (fig. 1). It is an impor¬ 
tant parasite of the first spring brood of the hessian flv in the 
southeastern portion of the wheat-growing sections and west of the 
Mississippi River in parts of Missouri, Iowa, Kansas, Nebraska, and 
Oregon. Parasitization by this species has been found to be as high 
as 2o percent of the host puparia in North Carolina, 20 percent in 
the extreme southern part of Virginia, ami 3 percent in central Vir¬ 
ginia. North of latitude 3S° in the eastern coastal States little 
parasitization has been observed. Survevs made in 1931 and 1932 
showed 30 percent parasitization by this species in southwestern 
Iowa, 14 percent in Missouri, 0 percent in Nebraska, and 1 per¬ 
cent in northeastern Oklahoma. In Oregon, Rockwood (10) has 
reported P . herrickd as parasitizing large numbers of hessian flies, 
but he says that it appears to be more susceptible to desiccation than 
either its host or the serplioid parasite P. hiemalis Forbes. Reeher 
found, in the vicinity of Forest Grove, Greg., in 1930 an average of 
14 percent parasitization by this species, with a maximum of 33 per¬ 
cent in one field, and in 1931 an average of more than 1(> percent. 

In the regions of its greatest abundance Platygaster herrickd 
usually occupies more species of hosts than do any of the other hessian 

1 Received for publication Nov. 0, 1936; issued August 1937. 

i The authors acknowledge their indebtedness to I’. N. Aimand, under whose general supervision the work 
was done, to M. M. Reeher for contributions on the biology of the parasite in the State of Oregon; to C. M. 
Packard and W. R. Walton for criticism of the manuscript, to J R. Horton for helpful suggestions; and to 
II I) Smith, J S. Pinckney. H. II. Walkden, and E. T. Jones for various collections of material and dis¬ 
tributional records. 

3 Order llymenoptera, superfamilv Serphoiden. 

4 Reference is made by number (italic) to Literature (bled, p ‘113. 
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fly parasites except Eupelrnus allynii (French), and, in terms defined 
by Smith {12), it is “extrinsicaliy superior” to them. However, as 
it is practically defenseless against the typical chalcidoid parasites 
when competing with them in the same host, it may be considered 
as “intrinsically inferior” to all the principal chalcidoids. 

As a supplementary parasite Platygaster herrickii is important 
largely for two reasons: (1) It works abundantly in those sections of 
the South and West where another important serphoid parasite of 
the hessian fly, P. zosine Walker, fails to thrive, and thus helps to 
maintain a higher degree of parasitization than would otherwise be 
possible; and (2) by ovipositing in the egg instead of the later stages 
of the host, as do the chalcidoids, it is able to parasitize hosts that 
later in the season become inaccessible to chalcidoid attack. 



Figukk L—Ideographical distribution of Platygaster herrtckii. Dots show localities where specimens have 

been collected 


TECHNIQUE 

Specimens were studied in to to while alive in normal salt solution 
or Kinger’s solution and also after having been killed and fixed in 
Bouin’s fluid. Parasitized host larvae for sectioning wore lixed in 
Bouin’s fluid. Most of the parasitized host eggs, however, were fixed 
in Hermann’s fluid or Flemming’s solution, which stained them black 
and rendered them easier to handle in embedding and sectioning. 
Further to facilitate handling, several eggs at a time were tied up in 
tiny, fine muslin bags before being passed through the reagents prior 
to embedding. The paraffin method was used with a Minot rotaiy 
microtome. Iron liaematoxylin was used for staining the microtomic 
sections illustrated in figure 5, B to 77, and chloral haematoxyhn 
counterstained with orange G for those illustrated in figure 6 , A to H. 
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THE ADULT * 

GENERAL APPEARANCE AND SEX DIFFERENCES 

The adult (fig. 2, A) is approximately 1.5 to 2.2 mm long, and 
shiny black with grayish pubescence. The ovipositor is curved, 
slender, slightly attenuated, and each sheath valve (third valvula) 
(fig. 5, K) bears seven setae near its extremity and three hyaline 
tubercles distributed along its distal half. The dark sclerotic portion 
of the sheath ranges in length from 0.33 to 0.44 mm. 

The sexes may be differentiated by the antennae (fig. 2, B)> the 
second joint of the flagellum being broader in the male than in the 




Fioi'he 2 —Platygaster herrickii. A, Adult female, X 32; B, male (<?) and female (V) antennae, X 8f>. 


female, and by the shape of the abdomen, which is distinctly pointed 
in the female, whereas in the male it is more spatulate and the tip 
curves more definitely downward. The wings protrude farther beyond 
the tip of the abdomen in the male than in the female. 

COMPARISON WITH OTHER SERPHOID PARASITES OF THE HESSIAN FLY 

Platygaster herrickii can be distinguished from the other serphoid 
parasites of the hessian fly, P. zosine and P. hiemalis , by its distinctly 
larger size and the presence of conspicuous parapsidal grooves. It is 


# For a technical description of the adult refer to Gahan’s (/) redoscription published in 1933. 
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about the same size as and in many respects resembles both Trichacis 
rernulus (Walker) and Platygaster pleuron (Walker). It may readily 
be distinguished from T. remvlus by the absence of the tuft of short 
gray hairs near the apex of the scutellum which characterizes the 
latter parasite, and it differs distinctly from P. pleuron by the absence 
of the many longitudinal striations along the basal half of the dorsal 
and ventral surfaces of the abdomen (fig. 3). The face of P. herrickii 
is so faintly punctate as to appear smooth and shiny except for coarse 
rugulations near the base of the antennae, while the face of P. pleuron 
is closely and distinctly punctate and has no conspicuous rugulations. 

The ovipositor also distinguishes Platygaster herrickii from these 
other serplioids, although there is a marked resemblance in all except 
P. zosine. As in the case of P. herrickii , each ovipositor sheath valve 

of both P. hiemalis and Trichacis rernulus 
bears only three of the hyaline tubercles, 
but the entire ovipositor of P. hiemalis 
is only about one-third as large as that of 
P . herrickii , and in T. rern ulus the tuber¬ 
cles are placed much closer together. 1 ri 
P. pleuron the ovipositor sheath valve 
bears five or six hyaline tubercles instead 
of three, a distinct point of differentia¬ 
tion. In P. zosine the ovipositor is a 
third smaller, with sheath valves straight 
instead of curved, and blunt at the 
extrcmitv instead of attenuated. 



Fk'.ukk 3 —Dorsal surface of the abdomen 
of (.1) Plat waster herrickii and (/•>> P 
pleuron X 37 


OVIPOS1TION 


The female oviposits in the hessian fly egg. The host eggs are 
slender, reddish, rod-shaped, about 0.4 mm long, and are usually 
found sparsely scattered over the upper surface of the wheat leaves. 

In searching for the eggs, the parasite vuilks hurriedly over the 
wheat leaves and constantly vibrates her antennae, letting their tips 
brush the surface of the leaf. Upon striking a hessian fly egg sho 
strokes it rapidly with the tips of both antennae for about half a second. 
Then, with body parallel to the length of the egg, she draws herself 
over and a short distance beyond it and feels about for it with the tip 
of her extended ovipositor. Sometimes she misses the egg entirely 
and walks away, but more often she finds it and inserts the ovipositor 
into its upper surface. While depositing an egg she stands with head 
and antennae down, wings folded over the back, and motionless except 
for a slight rhythmic movement of the abdomen. She appears to 
oviposit quite as readily when facing downward as when facing up¬ 
ward on the leaf. 

Two females w 7 ere timed for the number of seconds the ovipositor 
was held in a host egg. In 30 ovipositions the time w as found to range 
from 5 to 20 seconds, with an average of 14. 

Host eggs freshly oviposited into by Platygaster herrickii showed 
only a single egg per insertion, and observations made by the late 
W. R. McConnell agree with this. 

HABITS AND OTHER CHARACTERISTICS 

When emerging from the host, the parasite makes a circular or 
irregular hole from 0.5 to 0.7 mm in diameter near one end of the 
puparium (fig. 4). 
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An examination of 200 Platygaster herrickii adults, taken at random 
from eight localities in Missouri, three in Nebraska, and one in Kan¬ 
sas, showed 102 females and 98 males, which indicates the sex ratio to 
be nearly equal. 

Platyaaster herrickii is capable of partlienogenetic reproduction, and, 
as is well known, this results in male offspring only. 

The adult Platygaster herrickii , 
when molested, appears to feign 
death, drawing its legs and antennae 
up close to the body, although in 
actual death the antennae and legs 
are stretched away from the body. 

If disturbed while crawling over the 
wheat leaves, it quickly drops to 
the ground, it is positively phototropic, as demonstrated by its be¬ 
havior under the writers’ observation for many years. 



Fust' he 4 fh puparium showing oxit 

lmh* through which un adult Platyyastrr 
hernckti has escaped X 22. 


THE EGG AND EMBRYONIC DEVELOPMENT 

DESCRIPTION OF EGG AT TIME OF OVIPOSITION 

The egg (fig. 5, A) of Platygaster herrickii is hyaline, highly refrac¬ 
tive, and immediately after oviposition is 0.06 mm long and 0.03 mm 
wide. It is subellipsoidal, with the caudal extremity slightly attenu¬ 
ated and usually turned a little to one side. The cephalic end is well 
rounded, with two or three short, flagellumlike, follicular adhereneies. 


EMBRYOLOGICAL DEVELOPMENT 

The parasite egg develops simultaneously with that of its host. A 
sagittal section of a host egg with a freshly deposited parasite egg 
lying within it is shown in figure 6, ( 7 . Figure f>, //, depicts the same 
parasite egg greatly enlarged and shows the position of sperm and 
nucleus. An egg 3 hours old, showing the appearance at first matu¬ 
ration, is illustrated in figure 5, C , and eggs 3 days old, which have 
reached the four-cell cleavage stage, in figure f>, D and K. The devel¬ 
opment so far described is essentially like that of Platygaster hiemalis 
Forbes and P. vernal is (Myers) (=•/*. zosine Walker) as related by 
Leibv and Hill [5, 6‘), except that at the time the embryonic nuclei 
(em) reach the four-cell cleavage stage the paranuclear mass (pa) 
within the trophamnion (tro) has not yet broken up into the several 
small distinct masses such as are usually found in P. zosine. 

The embryo continues to develop in moneinbryonic manner, rather 
than by polyembrvony as in the case of Platygaster zosine or by 
twinning as does P. hiemalis. Successive advancements of develop¬ 
ment in the morula and blastula forms are shown in figure 5, F, G, 
and 77, and figure 6, A. These stages are similar to those shown by 
Kilvestri {11) for P. dryomyiae Silv., and to those of the moneinbryonic 
forms of P. hiemalis as show r n by Leibv and Hill (J). P. herrickii , 
how ever, does not accumulate about itself an adventitious cyst of host 
tissue as do these other species of Platygaster. 

PSEUDOGERMS 

Beginning with the blastula stage, an interesting demarcation of 
development takes place in the paranuclear body of the trophamnion. 
During the period of blastula formation this body becomes broken 
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Ficjurjk 5 ,—Plaiygaster herrickii: A, Freshly deposited egg, X 433; B, sagittal sectiou of freshly deposited 
egg with nucleus (n) and sperm (sp), X 1,306, C, egg 3 hours old showing sperm or male nucleus (sp) 
and first maturation stage (wo), X 1,060; D and K, eggs 3 days old showing embryo (em) at the four-cell 
stage of division, paranuclear mass (pa), and tropbamnion ( tro ), X 070; F, section of egg 2 days old in 
morula stage, with paranuclear mass (pa) beginning to break up, X 1,087; O, section of egg 4 days old 
beginning to show blastula characteristics, X 1,000; II, section of another egg 4 days old showing distmct 
blastula formation (60 and a well-defined paranuclear mass (pc), X 074: /, dorsal aspect of primary larva 
with head bent forward in normal position, showing mandibles (m) ana sclerotic projection (jspr) on infe¬ 
rior lip, X 273; J, ventral aspect of head, showing antennae (a), oral cavity (oc), mandibles (w), and 
sclerotic projection (xpr) on inferior lip, X 314; K, sheath valve of ovipositor, X 270 





I 



Fjgurk 6 .™ Photographic studies 6 of Platygaster herricktt: A, Mierotomic section of egg in advanced blastula 
stage, showing pifranuelear mass (pa) breaking up into several bodies, X 425, B, section of egg showing 
embryo (cm) in advanced stage of development and paranuclear mass (pa) divided into numerous small 
bodies, X 350; C, sagittal section of a host egg with a freshly deposited egg (pc) lodged within, X|241; 
D and JE, sections at different points through a parasitic body with embryo (cm) about ready to hatch 
and pseudogerms (vs) which have commenced precocious development, X 116; F, section through a 
cluster of pseudogerms shortly after the larva has hatched, X 106; O, cross section through a single pseu¬ 
dogerm, X 131; If, sagittal section through a portion of a hessian fly larva showing parasite egg (pe) in 
an advanced stage of development with pseudogerms greatly enlarged, a primary larva (pi) that has 
recently hatched from another egg, and pseudogerms (pc) released from this egg and scattered about 
in the body cavity of the host, X 55; /, ventral aspect of entire primary larva, X 94. 


•Photomicrographs made by E. J. Udine, 
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up (fig. f>, A), and as the embryonic development progresses many 
distinct bodies appear (fig. 6 , B). in the individual illustrated (fig. 
b, B) the embryonic membranes are forming and the paranuclear 
mass has already divided into many nuclei. Some of the best defined 
ones are oval and 0.010 mm long. At this stage the paranuclear 
bodies begin a precocious development, and since they superficially 
imitate the development of true germs the writers will call them 
“pseudogemis”, as Marclial (8, p. 600) has called similar bodies in 
other species of Platygaster. 

Two sections through a parasite larva fully formed and about 
ready to hatch are shown in figure 0, I) and K. It may be observed 
that the paranuclear bodies have increased considerably in size. 
Measurements showed them to range from 0.03 to 0.00 mm in length. 
Moreover, nucleated masses of chromatin have become distinctly vis¬ 
ible in each body. These bodies continue to grow’ after the egg has 
hatched, and the granules of chromatin become large and either 
grouped in the center of the body or arranged in blastulalike forma¬ 
tion. Figure 0, F , shows a section through a group of pseudogerms 
that are still clinging together within a partly ruptured chorion 
through which the larva, has broken in the process of hatching. The 
pseudogerms in this group were larger than those shown in the earlier 
embryonic development, measuring from 0.057 to 0.080 mm in diam¬ 
eter. In this case the newly hatched larva w as lodged nearby in the 
body cavity of the host. The pseudogerms finally break loose entirely 
and become distributed throughout the body cavity, as shown in fig¬ 
ure 6, II. At this stage they are spherical and protected by a chorion¬ 
like wall. They continue to increase in size while loose in the body 
cavity of the host. Measurements of 170 pseudogerms taken at ran¬ 
dom from numerous hosts under natural field conditions and exam¬ 
ined in physiological media showed diameters ranging from 0.04 to 
0.33 mm, writh an average of 0.14 mm. Figure 0, (7, is a section 
through the center of a typical pseudogerm that measured 0.13 mm 
in diameter after fixation. This section shows the disposition of chro¬ 
matin particles and the chorionlike protecting wall. 

No true embryonic development of a pseudogerm was ever ob¬ 
served, and examinations, later in the season, of parasitized hessian 
fly puparia from the field showed the pseudogerms in the process of 
disintegration, and eventually consumed by the parasite larva. 

Out of eight flies parasitized in the field in which there was but one 
first-instar larva, the number of pseudogerms was found to range 
from 12 to 38, with an average of 25. In 54 cases in which more than 
one larva was found in a single host, the average was 22 pseudogerms 
per embryo. The maximum number found in any host was 145, and 
judging from the larvae present in this host, these were the product of 
six eggs. 

Figure 6, //, shows a sagittal section of part of a hessian fly larva 
containing in its body cavity a parasite egg (pe) with the embryo 
about ready to hatch, and pseudogerms (ps) still retained within the 
body walls of the parasite. Nearby is a primary larva (pi ) that has 
recently hatched and released a number of pseudogerms (ps) which 
have grown and become distributed throughout the body cavity. 

The development of pseudogemis of this character was first dis¬ 
covered by Marchal (#), who found them occurring in Platygaster 
lineatus Kief., P. marchali Kief., and Trichacis remulus. In all these 
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species the pseudogerms, like those of P. herrickii , represent pre¬ 
cociously developed paranuclear bodies of the trophamnion and are 
released into the body cavity of the host when the primary larva 
liberates itself from the embryonic mass. In these species they differ, 
however, from those of P . herrickii in that after liberation they not 
only grow but multiply. 

The pseudogerms described by Parker (9) for the braconid parasite 
Macroeentrus gifuensis Ashmead differ somewhat from those found in 
conjunction with the species of Platygaster. With M. gifuensis, which 
is poly embryonic, the pseudogerms are released into the body cavity 
of the host during the development 
and dissociation of the morulae, 
instead of at the end of embryo- 
logical development, and they are 
usually associated with parts of 
the trophamnion instead of being 
confined to the paranuclear masses. 

The occurrence of these pseudo¬ 
germs affords a valuable aid in 
identifying P. herrickii in its early 
stages, for, with the exception of 
/richacis remulus ,' this is the only FIGURE 7 -Lateral aspect of primary larva of 

hessian fly parasite in the United 1U an advanml <>' 

States known to produce such * * 

bodies. T. remulus, however, may be identified by the primary 
larvae, which offer marked distinguishing characteristics. 

THE PRIMARY LARVA 

The young larva (fig. 5, I and J, and fig. 6, I) is colorless and 
translucent. A typical specimen measured 0.288 mm in length when 
extended and 0.130 mm across its greatest width. It is eyclopean in 
form, with the cephalic region slightly longer and considerably wdder 
than the caudal region. The caudal extremity is bifurcated with two 
pointed, backward-curving hooks. Tw r o-tbirds of the way forward 
on the abdomen there is a w^ell-defined joint at which the caudal region 
may be bent forward under the head. The mandible is 0.036 mm long 
and curved near the extremity. The buccal opening is circular, and 
the inferior lip bears tw r o small, closely packed groups of tiny sclerotic 
projections, one group at the edge of the buccal opening and the 
other on a short, elevated sclerotic ridge just caudad of the first group. 
These projections vary in number and size. In one specimen examined 
there wore four such in the first group and nine in the second group; 
in another, three and seven, respectively. The extremities of the 
mandibles, when brought together, rest between the two groups. Tw r o 
slender, slightly knobbed antennae, 0.013 mm long, are present a 
short distance in front of the mandibles. 

In its advanced development (fig. 7) the primary larva is almost 
spherical and several times its original size. The caudal appendage 
becomes functionless and eventually collapses. 

Frequently two or more first-instar larvae are found in a host, but 
only rarely does more than one reach maturity. In a few instances 
two adults have been reared from the same host and in one case four 
pupae were found in one host. 

7 Trichacis remutus was introduced into the United States from France in 1935. 

9480—37 - 4 
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The primary larva of Platygaster herrickii can readily be distin¬ 
guished from those of P . zosine and P. hiemalis because neither of these 
species is cyclopean in form. Trichacis remulus , as described by 
Marchal (7,*S), is conspicuously different from P. herrickii in having 
footlike processes at the baso of the head, and in the shape of the 
antennae. The senior writer, however, noted a striking resemblance 
to P. pleuron , although there seemed to be a slightly different arrange¬ 
ment in the sclerotic projections on the inferior lip. 

References to the larval form of Platygaster herrickii were made by 
Kulagin (4) in 1898 and by Hill (3) in 1926. Kulagin, however, was 
incorrectly identifying an entirely different species, as has been 
pointed out by both Marchal ( 8 , p. 490) and Hill (5). 

THE MATURE LARVA 

The mature larva (fig. 8) is white, shining, and somewhat reniform. 
A typical specimen was 2.1 mm long and 0.9 mm wide. There are 11 



Figure 8. —Mature larva of Platygaster herrickii: A, Lateral aspect showing segmentation of body, spiracles 
(spn), lateral branch of tracheal system (t), discoidal body (d ), lateral branch of silk gland (») , and silk-gland 
opening (os), X 33, B, head and part of thorax showing mouth (mo), mandibles (md), sclerotic ridge on 
maxillary area (wu), and silk-gland owning (os), X 77; V, mandible, X 450. 


well-defined body segments, excluding the head. Spiracles are 
present on the second and third thoracic segments and the second 
abdominal segment. On each side of the first abdominal segment 
there is a large discoidal body 8 (fig. 8, A, d) under the cuticle at the 
terminus of the lateral tracheal branch. The buccal opening (fig. 8, 
B, mo) is a simple crescent-shaped orifice capable of being opened or 
closed by the soft superior lip controlled by radiating muscles. The 
mandibles (fig. 8, B and C) are 0,0466 mm long, slightly curved, and 
darkly sclerotic. They occur somewhat posterior to the mouth and 
arc widely separated. In one specimen their bases were 0.2 mm 
apart. Each of the maxillary areas bears a sclerotic ridge (fig. 8, B, 
mx) immediately posterior to the mandibles. The silk-gland opening 


8 This body is characteristic of many species of Platygaster and has been described by Hill (2, S) as occurring 
in jP. zosine (P vnnalts) and P. hiemalis, by Marchal (8) in P. ornatus, and by Silvestri (11) in P. dryomyiae. 
Its function is obscure, although Silvestri calls it a gland. 
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(fig. 8, A and ft, os) lies on the median line posterior to the mandibles. 
The silk glands (fig. 8, A , s) are two single tubes, one extending along 
each side of the body as far as midway of the sixth abdominal segment. 

During this stage most of the host contents are consumed, but not 
until the host has formed its dark puparium. 

The mature larva resembles those of the other serphoid parasites 
of the hessian fly, although the mandiblo of a specimen of Platygaster 
pleuron was found to be slightly longer than that of P. herrickii . 
According to Marchal (7), the mandibles of Trichads remvlus are 
sharply curved and borne on two large tubercles, which is not the case 
in P. herrickii . The mature larva of P. herrickii is about twice as 
long as that of P. zosine and the mandibles are longer by 0.016 mm. 
This may seem a small difference, but in both species the dimensions 
of the mandibles liavo been found to be constant. The larval body of 



P. herrickii is also about twice as large as that of P. hiemalis f with 
mandibles slightly longer and distinctly more curved. 


THE COCOON 

The cocoon of Platygaster herrickii is made of straw-colored, thin, 
shiny, tough, elastic material. It is ovoid in shape and varies some¬ 
what in size. Ten specimens ranged from 2.17 by 0.87 mm to 3.22 
by 1.31 mm, with an average of 2.87 by 1.12 mm. The cocoon 
usually occurs singly within the host puparium, which it nearly fills, 
but two and even three cocoons have been found in one host. Figure 
9 show r s (.1) a cocoon removed from the host puparium but still within 
the host skin and ( B and C) two cocoons in one host. 


THE PUPA 

The pupa (fig. 10) is wliite when first formed, as in other Hymen- 
optera, but it soon darkens. Beginning with the compound eyes, 
the color spreads until finally the entire body, except the thin integu¬ 
ment between the abdominal plates, becomes shiny black. 
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Superparasitism appears to be common with this species. Females 
in the laboratory cages oviposited into eggs that had already been 
parasitized by other females. They also oviposited repeatedly into 
the same egg, three or four ovipositions being observed frequently. 
Out of 20 parasitized hessian flies taken from a field near Salisbury, 
N. C., 12 contained more than one larva per host, distributed as 
follows: 


Larvae Occurrences 

1 8 

2 3 

3 4 


Larvae Occurrences 

4 2 

e 2 

8 1 


The occurrence of more than one larva per host apparently is not 
due to polyembryony, for no evidence of polyembryony was found in 
the embryological studies. Furthermore, in many hundreds of rear- 
ings only rarely did more than one adult develop in a host. 

SEASONAL HISTORY AND MORTALITY 

Platygaster herrickii has one generation a year. The adults emerge 
in the spring simultaneously with the hessian flies and oviposit into 



Figure 10 —Pupal stage of Platygaster herrickii before it has hardened X 35 


their eggs. The parasite eggs hatch and reach the primary larval 
stage in the course of a few weeks, and by the end of the summer the 
larvae are full grown. The cocoon is soon formed, pupation takes 
place, and the adult stage is attained before winter. The adults 
hibernate within the cocoons inside the host puparium until warm 
spring weather induces emergence. 

Material from Abington, Va., examined on June 30 contained only 
embryos, but by July 12 primary larvae were found, and on July 15 
one mature larva. Other material collected at the same locality on 
August 17 showed Platygaster herrickii predominant in the primary 
larval stage, although again one full-grown larva was discovered. 
By August 24 primary and mature larvae and white pupae were found, 
and by September 9 white pupae and one fully developed adult were 
present within their cocoons. 

In the vicinity of Wichita, Kans., Platygaster herrickii was found 
ovipositing throughout most of April. Mature larvae appeared the 
latter part of July, and cocoons were formed in August. White pupae 
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were found by September 1, which became black by September 14 and 
transformed to unemerged adults by November 25. Dissections made 
the last of September showed parasites in all stages of development 
from embryos to black pupae. 

Reeher says that in the vicinity of Forest Grove, Oreg., adults of 
this species begin to emerge, in normal years, about the middle of 
April, although an occasional individual may appear as early as 
March 26. They may be found in the fields for about a month, 
coincident with the normal spring emergence of the hessian fly. 
Examination of I J . herrickii material taken from the fields near the 
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Figure 11—Observations on parasitization of hessian fly puparia collected at Abingdon, Va , on three 
different dates in the summer of 1932, indicating mortality of Platygaster herrickii . 

end of October showed cocoons to be already formed and usually the 
adult stage present within. As in the other parts of the country, 
hibernation normally takes place in the adult stage within the cocoon. 

Platygaster herrickii parasitizes its host at the beginning of the 
season, before most of the other parasites have begun their work, 
and consequently comes into competition with all other species that 
attack the immature stages of the hessian fly. At a result of this 
multiple parasitism a high percentage of P. herrickii succumb during 
the season. This was shown by an examination of hessian fly puparia 
collected from a wheatfield near Abingdon, Va. Collections of 200 
puparia were made on June 7, 220 on August 17, and 300 on September 


HOSTS CONTAINING LIVING PLATYGASTER HERRICKII 
fl HOSTS ATTACKED BY CHALCIDOIDS 

Wi unparasitized hosts 

gH hosts dead from undetermined cause 
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21. These puparia were dissected and their contents observed. Fig¬ 
ure 11 illustrates the increasing mortality of P. herrickii during the 
season. It will bo observed that this was due chiefly to the inroads of 
chalcidoids and to some extent to undetermined factors. Hosts 
attacked by chalcidoids increased from 17 percent on June 7 to 60.5 
percent on August 17. By September 21 other conditions interfered 
sufficiently to leave only 54 percent recognizable as attacked by 
chalcidoids. Those dead from undetermined causes increased from 
34 percent in June to 40 percent in September. The decrease of 2 

E ercent in August can be ignored as due to unavoidable deviations 
etween samples. Consequently, not only were unparasitized hosts 
reduced from 29 percent in June to 4 percent in September, but those 
containing living P. herrickii were likewise reduced from 20 percent 
in June to 2.5 percent in August and to 1 percent in September, 
showing a total mortality of 95 percent of P. herrickii during the 
season. 

The species of Chalcidoidea involved were Eupelrnus ally nil } Merisus 
destructor (Say), Tetrastichus carinatus Forbes, and Merisus jebriculosus 
Girault. The number of the last two was insignificant, but E. allynii 
formed 10 percent of the total on June 7 and 39 percent on August 17. 
The proportion of M. destructor , which was 6 percent on the first dis¬ 
section, had increased to 10 percent by August 17. Much of the 
mortality of P. herrickii in the vicinity of Abingdon may therefore be 
attributed to these two parasites. 

Since most of the chalcidoid activity took place prior to August 17, 
collections in this locality should be made early in the season to obtain 
the maximum number of Platygaster herrickii . 

In Kansas conditions were more favorable for avoidance of multiple 
parasitism, as most of the hosts parasitized by tliis species occurred 
on the small, nonproductive culms beneath the surface of the soil where 
they were not easily accessible to puparial parasites. 

SUMMARY 

Platygaster herrickii occurs as a parasite of the hessian fly through¬ 
out most of the winter-wheat-growing sections of the United States. 
It is an important parasite in the more southern parts of the eastern 
wheat-growing sections, in the central wheat belt west of the Missis¬ 
sippi, and in western Oregon. 

The adult is frotn 1.5 to 2.2 mm long and is black and shining. 

The egg is deposited in the egg of the host, where it develops simul¬ 
taneously with that of the host. It is hyaline, subellipsoidal, and 
about 0.06 mm long at the time of deposition. Its development takes 
place monembryonically, and at the time of hatching numerous 
spherical pseudogerms are released into the body cavity of the host, 
where they become generally distributed. 

The primary larva, at time of hatching, is about 0.29 mm long, of 
cyclopean type, and has a bifurcate caudal extremity. Later in its 
development it becomes swollen and nearly spherical. The mature 
larva is white, shining, about 2 mm long, segmented, and reniform. 
While in tliis stage it consumes the host contents, but not before the 
dark puparium of the hessian fly has been formed. 

The cocoon is formed within the puparium of the host. It is ovoid 
and made of thin, elastic, straw-colored material. It is about 2.5 mm 
long and 1.1 mm wide. 
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There is one generation a year. The adult hibernates within the 
cocoon and emerges in the spring at the time the hessian flies are 
ovipositing. Embryological and larval development proceeds with 
the development of the host until the end of summer, when the cocoon 
is formed and pupation is begun. The adult stage is reached before 
winter. 

In Abingdon, Va., heavy mortality lias been found to take place in 
the course of the season, owing chiefly to multiple parasitism. 

LITERATURE CITED 

(1) Gahan, A. B. 

3933. THE SERPHOID AND CHALCIDOID PARASITES OF THE HESSIAN FLY. 

U. S. Dept. Agr. Misc. Pub. 174, 148 pp., illus. 

(2) Hill, C. C. 

1923. PLATYGASTER VERNA LIS MYERS, AN IMPORTANT PARASITE OF THE 
hessian fly. Jour. Agr. Research 25: 31-42, illus. 

(3) - 

1926. PLATYGASTER HIEMALIR FORBES, A PARASITE OF THE HESSIAN FLY. 

Jour. Agr. Research 32: 261-275, illus. 

(4) Kulagin, N. 

1898. BEITRAGE ZUK KENNTNTS DER ENTWICKLUNGSGESCHICIITE VON 
platygaster. Ztschr. Wiss. Zool. 63: 195-235, illus. 

(5) Leiby, R. W., and Hill, C. C. 

1923. the twinning and MONEMBRYONIO DEVELOPMENT OF platygaster 

hiemalih, a parasite of the hessian fly. Jour. Agr. Re¬ 
search 25: 337-350, illus. 

(6) . -and Hill, C. C. 

1924. THE POLYEMBRYONIC DEVELOPMENT OF PLATYGASTER VERNALIS. 

Jour. Agr. Research 28: 829-840, illus. 

(7) Marchal, P. 

1897. LES CKCIDOMY1KS DES c£r£aLRS ET LEURS PARASITES. Anil. SoC. 
Ent. France 66: 1-105, illus. 

( 8 ) - 

1906. RECHERCHES SUIt LA HIOLOGIE ET LE D& VELOPPEMENT DES HYMEN- 
OPT&KUS PARASITES. II. LES PLVTYGASTERS. Ardl. Zool. Expt. 
et Gen. (4) 4: 485 640, illus. 

(9) Parker, H. L. 

1931. MACROCENTRITS GIFUEN8IS ASHMEU), A POLYEMBRYONIC BRACONID 
PARASITE IN THE EUROPEAN CORN BORER. l T . S. Dept. Agr. 

Tech. Bull. 230, 63 pp., illus. 

(10) Rock wood, L. P., and Reeher, M. M. 

1933. THE HESSIAN FLY IN THE PACIFIC NORTHWEST. IJ. S. Dept. Agr. 
Tech. Bull. 361, 24 pp., illus. 

(11) SlLVESTRI, F. 

1916. CONTIUBUZIONI ALLA CONOSCENZA BIOLOGIC A DEGLI IMENOTTERI 
PARASSITI. V. 8VILUPPO DEL rLATYGASTER DRYOMYIAE SILV. 

(fam. proctotrupidae). Bol. Lab. Zool. Gen. e Agr. R. Scuola 
Super. Agr. Portici 11: [299]-326, illus. 

(12) Smith, H. S. 

1929. MULTIPLE PARASITISM: ITS RELATION TO THE BIOLOGICAL CONTROL 

of insect pests. Bull. Ent. Research 20: 141-149, illus. 




OBSERVATIONS ON THE BIOLOGY OF THE WHEAT-STEM 
MAGGOT IN KANSAS 1 

By Merle W. Allen, research assistant, and Reginald H. Painter, associate 
entomologist, Kansas Agricultural Experiment Station 2 

INTRODUCTION 

The wheat-stem maggot, Meromyza arnericana Fitch (Diptera Chlo- 
ropidae) is widely distributed through the wheat-growing area of 
North America. In infested fields it is not uncommon to find from 
10 to 15 percent, and in some instances almost 100 percent, of the 
plants injured by this insect. 

review of literature 

The literature on the wheat-stem maggot consists largely of short 
notes in annual reports and various periodicals. 

Lugger (20, Bull. 43, pp. 210-213) 3 reported that the wheat-stem 
maggot had been found as early as 1821 in Pennsylvania, but the 
earliest record in the entomological literature is that of Fitch (5, p . 
299), who in 1856 described the fly from material collected in New 
York and gave it the name Meromyza arnericana . Walsh and Riley 
(24) and Riley and Fuller (22) reported it as occurring in Missouri. 
Lintner (18, 19) noted its occurrence in New York and included notes 
on the nature of the injury, the larval and pupal forms, and the time 
of appearance of the fly. Webster (25, pp. 389-390), in Ohio, reported 
finding a full-grown larva in a stem of wheat on June 14; on June 16 a 
larva was found in the upper joint of a growing straw; on June 24 
puparia were collected; and on July 18 he observed the copulation of 
emerged adults. He also reported the frequent occurrence of the 
mite Ileteropus rentricos us Newport as a parasite of the maggot. 
Forbes (9) reported the maggot in Illinois and described the immature 
stages of the insect. He also collected and described the parasite 
(heliums meromyzae. Forbes (10) contributed notes on the life 
history of the maggot and suggested the probability of a midsummer 
brood in self-sown grain, making a total of three broods each year. 
Fletcher (6) reported injury in both spring and fall in Canada, and 
the collection of a specimen of hymenopterous parasite thought to 
be a new species or a variety of CoeUnins meromyzae (Forbes). 

Webster (20) found the wheat variety Velvet Chaff to be more 
highly infested with the wheat-stem maggot than Michigan Wonder. 
Carman (14) reported the occurrence of the insect in Kentucky, 

1 Received fur publication Nov 30, 1936; issued August 1937 Contribution no. 447 from the Department 
o' Entomology, Kansas Agricultural Exjienmcnt Station This work was conducted at the field insectary 
and agronomy farm, Manhattan, Kans , in connection with project 8, The Hessian Fly and Other W r heat 
Insects. 

2 The authors are indebted to Dr. John IT. Parker and l)r II H Laude, of the Department of Agronomy, 
for suggest ions and plant materials, to Prof. I). A. Wilbur, of the Department of Entomology, for collection 
records, and to other members of the Department of Entomology for suggestions and helpful criticisms, 
to Dr. II. Morrison and other members of the Division of Insect Identification, Bureau of Entomology and 
Plant Quarantine, U. S. Department of Agriculture, for identification of parasites; and to C W Sabrosky 
for identifications of Meromyza and records of its distribution m Kansas. 

3 Reference is made by number (italic) to Literature Cited, p 237. 
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where it was especially common in blue-grass pastures, even when 
closely grazed. Fletcher (7) stated that Agropyron dwergens Nees 
(awned bluestem) was badly injured by the maggot. Osborn and 
Gossard (21) recorded the occurrence of the maggot in Iowa and 
reportod it as being preyed upon by the parasite Coelinius meromyzae 
Forbes and by two other undetermined species of parasites. Webster 
(27, pp. 74^79) spoke of it as being possibly the most widely distributed 
of all wheat-stem worms. 

Lugger (20, Bull. 4$, PP- 210-213) reported the insect in Minnesota, 
and recorded evidence which indicated the presence of three genera¬ 
tions. Later (20, Bull. 49, p . 38) he reported it as damaging late- 
sown rye, to the extent of 10 percent. Williams (30, pp. 17-20) 
noted its presence in South Dakota. Fletcher (8) stated that there 
were three broods of flies at Ottawa, Canada. 

Bruner and Swenk (/, pp. 24-26) reported the maggot as being 
distributed throughout Nebraska. Three broods were recorded, the 
fall brood usually attacking the grain most severely. Wheat planted 
in October seemed to be less liable to attack than that sown earlier. 

Griddle (3, pp. 236-237) collected flies on Agropyron repens (L.) 
Beauv. and A. occidentalis Scribn. Cooley (2) reported the maggot 
as injuring wheat in Montana. 

Kelly (17) reported the laying of eggs by the parasite Coelinidae 
meromyzae within the eggs of Meromyza arnericana. His report states 
that the parasito eggs hatch within the eggs of Meromyza and the 
young larvae feed within the fatty tissue of the wheat-stem maggots 
without disturbing their vital processes, emerging as adults from the 
puparia of Meromyza. 

Webster (28) found the insect in North Dakota but stated that 
“blighted” heads in wheat may also be due to the foot rot disease. 
He found the maggot attacking slender wlieatgrass (Agropyron 
tenerum Vasey), wild barley (Hordeum jubatum L.), and pigeon grass 
(Chaetochloa glauca Scribn.). 

One of the best publications on the wheat-stem maggot is that of 
Gilbertson (15). He described the injury produced, recorded the life 
history of the insect, and described its immature stages. He also 
gave a list of host plants and furnished information on the control of 
the pest by a liymenopterous parasite, Microbracon meromyzae 
(Gahan). Gilbertson found an undetermined species of mite attack¬ 
ing the adult flies and an unidentified fungus on dead maggots. 

The distribution of meromyza arnericana in Kansas has been given 
by Sabrosky (23, p. 216). 

MATERIALS AND METHODS 

Detailed studies of the life history of the wheat-stem maggot under 
Kansas conditions were begun in the fall of 1932. Adult flies were 
collected and caged on young plants of Turkey wheat (Triticum 
aestivum L., syn. T. vulgare Vill.) in the field. These cages were 
observed daily for evidence of mating and deposition of eggs. After 
eggs had been deposited the plants were dissected, and the sections 
bearing eggs were placed in small shell vials and observed daily for 
evidence of the first hatching. These sections of plants were later 
examined for young maggots, some of which were preserved for study 
and others for use in rearing experiments. 
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The major portion of the life-history studies was carried on in 1933. 
During the last week of March, maggots secured from clumps of 
volunteer wheat were placed inside of sections of fresh wheat stems 
from which the centers had been removed. Each of these sections 
with the included maggot was placed in a small shell vial in the bottom 
of which had been packed a thin layer of moist, sifted soil. Each 
vial was tightly corked, numbered, and recorded. Moisture was 
added to the soil at frequent intervals to keep the humidity within 
the vials high, a condition which appeared to be most favorable for 
the maggots. 

In addition to the maggots collected from volunteer wheat, others 
were collected from winter wheat, spring wheat, barley, rye, and 
grasses and given similar treatment. Maggots were also reared from 
eggs secured from the oviposition tests. In all, some 500 maggots 
were carried through partial or complete life cycles. Of this number, 
156 were reared from eggs, and the remainder were collected from 
various sources and in various larval instars, or as puparia. 

Maggots of various stages, eggs, and puparia were preserved for 
study and measurement. The exuviae from maggots and the cephalo- 
pharyngeal skeletons of dead maggots were mounted in Canada 
balsam on microscopic slides and studied to determine the differences 
in various instars and to provide the specimens for the drawings of 
the cephalopharvngeal skeletons. 

Early in April sweepings were begun to determine the date of first, 
appearance of the flies. The flies collected in these sweepings were 
used in the oviposition tests. 

In infested fields “blasted” 4 heads appear shortly before harvest 
(fig. 1, I)). During the first 2 weeks of June, all of the blasted heads 
w r ere collected from the wheat variety plots and the date-of-planting- 
variety plots at the agronomy farm. In making the collections the 
culms were cut near the crown of the plant so that the entire culm 
was preserved. The culms from each plot were tied in separate 
bundles, labeled, and placed in large cardboard boxes, from which the 
flies were collected as they emerged from the culms. These boxes 
were closed to the light except for two round holes near the top of one 
end of each, into which common lamp chimneys were inserted. The 
outer ends of the chimneys were closed to prevent the escape of the 
flies as they emerged. A little waiter was sprayed over the wheat at 
frequent intervals to insure sufficient moisture for the emerging flies. 
The boxes w r ere examined daily, and the flies and other insects removed. 
The sex of each Meromyza fly was determined, and any Hymenoptera 
that might be parasites of M. americana were preserved for identifi¬ 
cation. 

After most of the flies had emerged, each of the culms w r as split 
lengthwise to determine how r many of those having blasted heads had 
been infested by stem maggots. Of 6,527 culms examined in 1933, 
99.9 percent of the blasted heads were due to Meromyza injury. 

The adult flies from the sw r eepings and those reared from the culms 
having blasted heads w r ere used in oviposition tests. Some of the 
flies were caged in pairs, and others were caged several together on 
small wheat plants in pots. Common lamp chimneys with cloth tops 
were used for cages in these experiments in the field insectary. Other 

4 “Blasted" heads are heads which appear white and ripen prematurely with stiff, spreading awns, pre¬ 
senting a striking contrast to the green of the leaves and of the normal heads. 
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Figure Life stages of and damage produced by the wheat-stem maggot 1 A, Adult female. X 15 B, 
&gg in normal position X 10 C, Maggot in feeding position wheie central shoot is severed, resulting 
in blasted heads as shown in /). X 3 I), Spring type of injury showing blasted heads (a) and normal 

heads (6). X \h. K, Fall type of injury showing injured tillers, (a) and a normal tiller (6). X !v. 
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flies were caged on young wheat growing out of doors. A cage 3 feet 
square and 1 foot high was used in these outdoor experiments. The 
primary purpose of the outdoor experiments was to secure large 
numbers of eggs. In all these experiments records were kept of the 
number of eggs deposited and the position of the eggs on the plants. 
These records were compared with those taken on egg-deposition 
habits in the field. 

From time to time records have been made of the infestation of 
different wheat varieties by the wheat-stem maggot. These counts 
were made on winter wheats, in the following seasons: Spring of 1921, 
fall of 1924, 1927, 1931, 1932, and 1933. In each of these variety 
tests the same number of plants was examined for each variety in 
the test. This number, however, varied in the different tests, and 
this variation should be considered in the interpretation of the data. 

LIFE HISTORY 

ADULT 

Meromyza americana may be distinguished from others of its family 
(Ohloropidae) by the fact that the costa extends only to the third 
vein, and by the greatly enlarged hind femora and the correspondingly 
curved tibiae (fig. 1, A). The flies are slender and pale green to 
yellow. They are almost devoid of bristles or hairs, with three broad, 
grayish-black stripes on the mesonotum, three brown to black stripes 
(which often coalesce) on the dorsum of the abdomen, the antennae 
slightly infuscated above, and the front almost entirely destitute of 
hairs except for a few on the orbits and on the lateral margins of the 
triangle. The second and third veins of the wing are conspicuously 
curved forward, the latter ending some distance before the apex of 
the wing. A full technical description is given by Forbes (.9). 

Flies that have recently emerged are pale green in color, but as they 
grow older the color turns to pale yellow or straw. The eyes vary 
from a bright green to a deep bronze which variation is probably due 
to the age of the fly. 

The difference in the appearance of the flies of the two sexes is 
largely in the size, the male being much smaller. The abdomen of 
the female fly is rounded and swollen, while that of the male is more 
or less cylindrical, tapering gradually to a dull point. 

Soon after the flies emerge from the puparia they begin to mate. 
Mating may take place at any time during the first few days after 
emergence, and a single female has been observed mating more than 
once either with the same or with a different male. 

The ratio between the sexes of Meromyza americana was determined 
by examination of 2,149 flies reared from June 10 to June 18. Of 
these 1,180, or slightly more than half, were females, the ratio being 
55 percent females to 45 percent male. 

From records kept on 10 females the preoviposition period was 
found to vary from 2 to 6 days, and the average was 3.6. 

EGG 

The eggs are snow white, and are fusiform-cylindrical in shape with 
gently rounded ends. On the anterior extremity is a minute, flat¬ 
tened, rounded area. The surface is covered with longitudinal ridges, 
the spaces between the ridges being concave and marked off into 
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rectangular areas by smaller transverse ridges (fig. 1, B, and fig. 2, A). 
From measurements made of 50 eggs the length was found to rango 
from 0.96 to 1.09 mm, and the greatest breadth from 0.165 to 0.231 
mm. The average length was 1.02 mm and the average breadth 
0.194 mm (table 1). 


Table 1. —Measurements of the various immature stages of the wheat-stem maggot 


Item 

| Egg (50 indi- 
1 vidualt.) 

(25 individuals) 
first instar 

(25 individuals) 
second mstor 

(50 individuals) 
third instar 

(44 individuals) 
puparium 

Length 

Breadth 

Length 

Breadth 

Length i 

Breadth 

Length 

Breadth 

Length 

Breadth 

Maximum. 

Minimum. 

mm 

1 09 
90 

to m 

0 231 
.165 

mm 

1 86 
1.61 

mm 

0 57 
31 

mm 

3 31 

3 05 

mm 

0 66 
34 

mm 

6.47 

6 21 

mm 

1 21 
96 

mm 

5 86 J 
ft 54 

mm 

1 10 
.82 

Average.. 

1 02 

. 194 

1 75 

.45 

3 20 

.50 

6 40 j 

1 10 

ft. 70 

91 


On the young plant the eggs of the wheat-stem maggot are usually 
deposited singly either on the leaves or on the leaf sheaths, but in a 
few instances eggs were found between the leaf sheath and the stem. 
In the fall a great many eggs are found glued to the stem just above 
the ground. In the oviposition experiments carried on in the insectary 
the majority of the eggs were glued to the upper surface of the leaves 
a short distance from the stem. In most cases the eggs were parallel 
to the long axis of the leaves and stem (Fig. 1, B). 

wSince the eggs are laid singly and the oviposition period extends 
over several clays it is difficult to estimate the number of eggs laid 
by a single individual. In cage experiments an average of 10 to 15 
eggs were deposited by each female. The largest number deposited 
by a single female was 30. The eggs were deposited at an average 
rate of one to four daily. One female, under cage conditions, de¬ 
posited 13 eggs in a single day. The length of the oviposition period 
ranged from 4 to 10 days and the average was 6.91 days. 


Table 2. —Length of stages of the wheat-stem maggot 


Item 

Oviposi¬ 
tion 
period 
of adult 
(32 indi¬ 
viduals) 

Incuba¬ 
tion 
period 
(31 indi¬ 
viduals) 

First 
instar 
(42 indi¬ 
viduals) 

Second 
instar 
(26 indi¬ 
viduals) 

Third 
instar 
(16 indi¬ 
viduals) 

Entire 

larvae 

stago 

Period 
in pupa- 
rfum 
(46 indi¬ 
viduals) 

Egg to 
adult 

Adult 
(13 in¬ 
divid¬ 
uals) 

Maximum.... 
Minimum . . 

Average.... 

Day 8 

10 

4 

Days 

11 

4 

Days 

11 

2 

Days 

2K 

2 

Days 

1 23 

9 

14.56 

Days 

1 62 

13 

32.10 

I 

Days 

20 

ft 

Day 8 

J 82 

18 

Days 

19 

2 

fl 91 

6 80 

6.19 

11 2ft 

11 72 

43. 82 

9 38 


1 Does not include overwintering larvae. 


The incubation period varied from 4 to 11 days, with an average 
length of 6.8 days (table 2). 

LARVA 

The full-grown larva is an active, slender, glassy, pale-green maggot, 
tapering anteriorly and to some extent posteriorly (fig. 1, C). The 
hooks, which are typical of muscoid larvae, are found beneath the 
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head and serve to differentiate it from most other larvae that infest 
wheat except those of the same group. A more complete description 
has been given by Forbes (.9). 

It was found in these experiments that the larvae pass through 
three instars. When first hatched they are very small, slender, and 
white, with neither a head capsule nor feet. Twenty-five newly 
hatched larvae were measured, and the average length was found to 
be 1.75 mm and the average width 0.45 mm (table 1). 

The larvae of the second instar are somewhat larger than those of 
the first instar, and are of a very light whitish-green color. Of 25 
such larvae measured the average length was 3.20 mm and the aver¬ 
age width was 0.50 mm (table 1). 

Fifty larvae of the third or last instar were measured and the aver¬ 
age length w r as found to be 0.40 mm and the average width 1.10 mm 
(table 1). Forbes’ ( 9) description was evidently made from specimens 
of this instar. 

From the suckerlike mouth, located on the under surface of the 
first segments, usually protrudes a pair of black-toothed hooks, the 
mandibles (fig. 2, ( 7 ). These are supported by and connected to the 
cephalopharyngeal skeleton, which is a V-shaped structure extending 
back into the body as far as the third segment. The ceplialopharyn- 
geal skeleton is a brownish or blackish scleritizcd structure and is 
usually visible through the integument of the larva. It differs in 
shape in the different instars. In the third instar it is completely 
developed and the parts are easily distinguished. The skeleton of 
this instar is represented in Figure 2, F, which shows the mandibular, 
hypostomal, and pharyngeal sclerites and the small arched dentate 
selerite completely developed, with the small accessory sclerites at¬ 
tached to the hypostomal selerite. The dentes on the mandibular 
selerite are fully developed and completely scleritized. 

The cephalopharyngeal skeleton of the second-instar larva is repre¬ 
sented in figure 2, E. This skeleton is similar to that of the third 
instar, except that it is smaller and the dentes are not fully developed 
or scleritized. 

The cephalopharyngeal skeleton of the first-instar larva is repre¬ 
sented in figure 2, /). This skeleton differs greatly from that of either 
of the other instars. Not only is it materially smaller, but it is also 
less completely developed. The dentate selerite and the two small 
accessory sclerites are completely absent and the dentes of the mandib¬ 
ular selerite are poorly developed. The mandibular selerite is not 
heavily scleritized as it is in the skeletons of the other two instars. 

The first of the three larval instars was found to require a period 
of from 2 to 11 days, the average being 0.2 days; the second instar 
required from 2 to 28 days, the average being 11.4 days; the third 
required from 0 to 23 days, the average being 14.6 days. The entire 
larval stage therefore required from 13 to 02 days, or an average of 
32.1 days (table 2). These results do not include overwintering larvae. 

These calculated results from partial life histories, when compared 
with the results obtained from eight cases in which the larvae were 
actually reared from egg to adult, were found to be both liigher and 
lower, but the average time w r as similar. The length of the three 
instars in the eight actual tests varied from 10 to 40 days, the average 
time being 27.4 days. 
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Figure 2. Characteristics of the immature forms of Alerontyzo, amcricana: A, Egg; J3, pupariuin; O, full - 
grown larva; 1), cephalo pharyngeal skeleton of first-instar larva; E, cephalopharyngeal skeleton of second- 
mstar larva, b, cephalopharyngeal skeleton of third-instar larva, phary Sc, pharyngeal sclerite; hypo 
Sc, hypostomal sclerite; mand Sc, mandibular sclerite, dent Sc, dentate sclerite; acc Sc, accessory sclerite. 
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PUPA 

The pupa forms inside of the last larval skin or puparium, where it 
may be seen through the semitransparent larval skin. The constric¬ 
tions between the segments are more marked than in the larva and 
the puparium is more yellowish in color (fig. 2, B). Forbes (.9) has 
given a full description of this stage. 

Forty-four puparia were measured, and the average length was found 
to he 5.7 mm and the average width 0.9 mm (table 1). Figure 2, B; 
shows a typical puparium. 

The period from the formation of puparia to the emergence of 
adults varied from 5 to 20 days; the average being 11.7 days (table 2). 
The time from hatching of the egg to emergence of the adult, calcu¬ 
lated from the foregoing results, varied from 18 to 82 days, the aver¬ 
age being 48.8 days (table 2). These results were checked against the 
records of four maggots reared from egg to adult. The four records 
showed a variation in time from 42 to 57 days with an average of 46.3 
days. These figures, both calculated and recorded, are for the spring 
and summer generations and do not take into consideration the over¬ 
wintering brood 

SEASONAL CYCLE 

From the rearing experiments and from field observations, in the 
vicinity of Manhattan, the cycle for the year 1933 was determined 
(fig. 3). The data for 1933 probably represent about the normal for 
this locality. 

The insects overwintered as full-grow n larvae which pupated during 
the latter part of March and the first half of April. The adults began 
to emerge on April 15 and continued to emerge throughout April 
and the first, half of May. These adults mated within a few days 
after emergence and deposited their eggs during the latter part of April 
and through the greater part of May. The eggs began to hatch about 
the last of April, and the larvae were found in the stems of w heat, rye, 
and barley throughout May. They pupated about the last of May 
and in early June. The adult flies emerged from these puparia from 
June 5 to June 28. The Hies of tliis generation deposited their eggs 
during the latter part of June, and the larvae emerged from the eggs 
from June 25 to the last of July. These larvae fed within the stems 
of wild and cultivated grasses. They pupated from the middle of 
July until August 8, and the adults emerged until about the middle 
of August. 

Eggs were deposited by this third brood of flies during the latter part 
of July and the first half of August. The maggots from these eggs 
emerged during the last few r days of July and throughout the greater 
part of August. They lived in the stems of grasses and volunteer 
wheat. Many became full-grown larvae, passed the winter in that 
stage, and pupated the following spring. Some of the larvae from these 
eggs, how r ever, pupated during August and emerged as adults during 
the latter part of that month. Adults were present in the field until 
December 16. These adults, which had emerged during August, Sep¬ 
tember, and the first part of October, deposited eggs that hatched 
before October 15, the larvae overwintering and pupating the following 
spring. Thus there is evidence of three full generations and a partial 
fourth in Kansas. 


9480—37-5 
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Figure 4. —Collection records showing abundance of adults of Meromyza during the spring of 1033, 1934, 
and 1936; these collections were made on grass plots near the wheat plots used in the differential infestation 
testa. 
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NATURAL CHECKS 

During these experiments 18 species of Hymenoptera were reared, 4 
of which were from puparia of Meromyza americana; 3 others were 
from culms of blasted heads, and 11 others were from volunteer wheat 
known to be heavily infested by the wheat-stem maggot. Table 3 
shows nine species which are recorded in literature as parasitic upon 
Meromyza. Only one of these, Euphoriana uniformis Gahan, was not 
reared during these studies. The names of the parasites are listed 
under their family designations in table 3, with the sources from which 
reared, the number reared, and literature citations to previous records 
of their parasitism on Meromyza . 

Coelinidea jerruginea was described by Gahan (11) from three speci¬ 
mens, two females and one male reared by C. N. Ainslie at Elkpoint, 
S. Dak., the type locality. The host was Meromyza americana. All 
the parasites of this species which were reared during the present 
experiments were from puparia of overwintering larvae or, in May 
and June, from the puparia from which the first brood of flies normally 
emerge. 

Table 3. —Hymenopterous par mites of the wheat-stem maggot 


Parasites reared froin- 


Parasite 


Ichneu mono idea: 

Alysiidae. 

Coehtudca ferrugtnea Gahan. 

Coelinidea meromyzae (Forbes).. . 
Drncouidae. 

Euphoriana uniformis Gahan 1 _ 

Microbracon mellitor (Say). 

Microbracon meromyzae (Gahan) 

Microplitis meltanae Vier. 

Meteor us tulyaris (Cress )_ 

Iehnumomdae: 

Casmana scabriforvm Vier_ 

Proctotrupoidea. 

Platygasteridae: 

Levtacis sp. 

Chaleuloidea. 

Eulophidae* 

1 forismenus teranns tGirault). 

A r o*«nitf077iorp/)a meromyzae (Guhan). 
Eupelmidae: 

Eupelmus allynii French. 

Eurytomidae 

Eurytoma tylodermatis Ashm. 

M ymaridae. 

Polynema slriaticorne Giroult— - 
Fteromulidae 

Bubekia fallal Gahan. 

Callttula bicolor Spmoia. 

Eupteromalus fult ipes (Forbes)... 

ITalticoptera aenea (Walk.)... 

Cynipoidea. 

Figitidae. 

Hypodiranchis sp... . 


1 

Puparia 
; of wheat- 
stem 

I maggot 

1 

Culms hav¬ 
ing blasted 
heads in¬ 
fested by 
maggot 

Volunteer 
wheat in¬ 
fested by 
maggot, 

Recorded in 
literature as 
parasite of 
Meromyza 

| Number 
.1 10 

Number 

Nu mber 

13 

Gahan ( ll ). 
Forbes ( D). 

Gahan (11). 

_ 4 


1 


- . .... 



3 

10 

3 

. 

Do. 



1 

1 








| 

1 



. 

. 


i 

! 

3 

9 

2 

Gahan (IS). 
Gahan (lt 9 p. 
mp 

Gahan (IS). 

;. 

j 


■ ! 


2 





15 

Do 




1 

Do. 




7 




1 



1 


14 



1 Not reared during these experiments. 
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Coelinidea meromyzae was described (.9) from specimens reared from 
Meromyza americana and from specimens collected in the vicinity of 
Cuba, Ill. Kelly (17) gives detailed biological observations on this 
species. In the present work four specimens were reared in July from 
puparia produced by maggots of the second generation. The fifth spec¬ 
imen was reared from volunteer wheat in the greenhouse, January 10, 
probably from a puparium of an overwintering maggot. 

Microbracon meromyzae (Gahan) was described by Gahan (11) from 
six specimens, three females and three males, reared by C. N. Ainslie 
at Elkpoint, S. Dak. A male specimen was also reared by J. A. 
Hyslop at Hagerstown, Md. The host in both cases was Meromyza 
americana. The three specimens of this species which were reared 
during the writers’ experiments were from puparia formed in late May, 
early June, and in July. Ten others were reared from the culms of 
blasted heads. 

Hypodiranchis sp. has not previously been reported as attacking the 
wheat-stem maggot, and, according to L. H. Weld, appears to be an 
undescribed species. In fact, no species of Hypodiranchis seems to 
have been described from North America; the genotype 11. ha/waii - 
ensis, and most of the known species of the genus were described by 
William Ashmead from the Hawaiian Islands. A related European 
species Cothonaspis rapae (Westd.) has been reported by James (16) 
as parasitic on the cabbage-root maggot (Ilylemyia brassicae liouche.). 
One specimen of Hypodiranchis was reared from a single puparium 
collected June 9, and 14 others were reared from volunteer wheat 
during October, November, December, and January. Those reared 
from volunteer wheat probably came from puparia formed by over¬ 
wintering maggots which matured early under greenhouse conditions. 

Other Hymenoptera reared from volunteer wheat or from blasted 
heads infested by Meromyza are listed in table 3. These records show 
the presence of these species in Kansas and suggest the possibility that 
some are parasitic on the w f heat-stem maggot then 4 , especially where 
they have previously been reported as parasitic on this insect. 

In addition to the hymenopterous parasites of Meromyza americana 
reared during the present experiments, one other has been recorded in 
the literature. This species, Euphoriana vniforrnis , was described by 
Gahan (11) from the male type reared from M. americana by J. A. 
Hyslop at Hagerstown, Md., and from the female type collected by 
W. H. Menke at Garden City, Kans. 

Frequently reference is made in the literature to a small mite 
Pediculoides ventricosus Newport, which is reported as killing the 
larvae by sucking their blood. This mite is not known to occur in 
Kansas. 

Many times, both in the rearing experiments and in the fitdd, brown 
or partially brown larvae were found. They seemed to die slowly, 
and when the integument was ruptured the internal organs were 
found to be decayed and liquid. This condition was probably 
brought about by bacteria. 

A fungus determined by C. L. Lefebvre as Cladosporium sp. was 
often found associated with the dead maggots. Most of the species 
of this genus are saprophytic, although a fewr are parasitic. This one 
is probably a saprophyte, but until the species is determined, no 
definite statement can be made concerning it. 
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FEEDING HABITS OF THE INSECT AND NATURE OF INJURY 

TO WHEAT 

Upon emergingfrom an egg the larva makes its way to the point where 
the central leaf or head-bearing shoot emerges from its investing 
sheath. Upon reaching this point it works its way down between the 
sheath and the central shoot, girdling the latter as it progresses down¬ 
ward to its final feeding position, which is at the base of the culm in 
fall and early spring, and just above the upper node in late spring 
and summer. The larva enters the central shoot and there does most 
of its feeding. It feeds by tearing the plant tissues with its mandibles 
and sucking the juices from the lacerated tissue. Before the larva 
enter the central shoot the feeding takes place between tliis shoot and 
its investing sheath. 

When first entering the plant and during the migration down to the 
feeding position, the larva feeds with its head down, but when the 
feeding position in the center of the culm is reached this position is 
reversed, and the greater part of the feeding is done with the anterior 
end up (fig. 1, C). 

Two types of injury are produced by the wheat-stem maggot, one 
in late spring and summer, the other in autumn and early spring. In 
late spring and summer the larva destroys the lower part of the stem, 
thus preventing the normal flow' of sap to the head of the plant. The 
head dries prematurely and the kernels, if present at all, are small, 
shriveled, and unlit for food or planting. When this type of injury 
occurs the head and central shoot are light straw color rather than 
green like those of uninfested stems. The awns are stiff, brittle, and 
spreading, and do not extend upward from the glumes as in normal 
plants (fig. I, I)). 

In the fall and early spring the larva attacks the central shoot 
(fig. 1, /i), cuts the vascular bundles, and so prevents the flow' of the 
sap into the upper part of the leaf. This injury may be of consider¬ 
able importance. In some cases the entire tiller turns yellow' and 
dies. After injuring or killing one tiller the larva may migrate to a 
fresh one. In laboratory experiments the larvae have sometimes 
been found to migrate from an injured tiller to a fresh one on another 
plant. These plants have always been in close proximity, how r ever, 
and no records are available to show' the distance that larvae may 
migrate. Larvae placed on the soil near plants have, with few' 
exceptions, been able to reach the plants and feed within them. 

A serious aspect of this autumnal and early spring type of injury is 
that the larvae which cause the injury to heading wheat later in the 
spring are produced by flies that emerge from this earlier generation 
of larvae. 

FOOD PLANTS 

During the experiments wheat-stem maggots were observed feeding 
within the stems of the following species of plants: 

Common bread wheat ( Triticum aestivum L.). 

Durum wheat ( Triticum durum Deaf.). 

Triticum vulgareXT. durum (from various sources). 

Triticum macha Va. 

Triticum persicum sir amine um Zhuk. 

Triticum timopheevi Ahuk. 
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Barley (six-row) {Hordeum vulgare L.). 

Rye {Secale cereale L.). 

Timothy {Phleum pratense L.). 

Yellow bristlegrass ( Setaria luiescens (Weigel) F. T. Hubb.). 

Green bristlegrass {Setaria viridis (L.) Reauv.). 

In addition to these food plants the maggot has been reported in 
the literature as feeding within the sterns of: 

Eminer ( Triticurn dicoccum Schrank). 

Quackgrass {Agropyron repens (L.) Beauv.). 

Slender wheatgrass {Agropyron pauciflorum (Schwein.) Hitchc.). 

Bluestem {Agropyron smithii Rydb.). 

Bluebunch wheatgrass {Agropyron spicatum (Pursh and Smith) Scribn. 

Foxtail barley {Hordeum jubatum L.). 

Canada wild-rye {FAymus canadensis L.). 

Smooth bromegrass {Bromus inermis Leyss.). 

Japanese chess {Bromus japonicus Thunb.). 

Meromyza americana has not been found feeding on oats. 

DIFFERENTIAL INFESTATION OF VARIETIES 

RELATION OF STAGE OF PLANT MATURITY TO NUMBER OF HEADS BLASTED BY 

MEROMYZA 

Some evidence of the presence in wheat varieties of resistance to 
injury from the wheat-stem maggot has been presented by Dunham 
(4) and by Gilbertson (15). The number of blasted heads collected 
in the various 1 /40-acre plots of varieties of winter wheat at the agron¬ 
omy farm 6 are given in table 4. In all cases the number of infested 
culms collected from each plot is but a small proportion of the total 
number of heads present. The relative numbers, however, indicate 
considerable differences among the varieties represented. These dif¬ 
ferences may be due (1) to differences in the dates of heading and 
maturity of the several varieties in relation to the peak number of 
second-generation adults present and laying eggs, or (2) to varietal 
differences in palatability or attractiveness to the insect giving rise 
to actual resistance. 

Additional data bearing on this question have been secured from 
a date-of-planting experiment involving four varieties. Those varie¬ 
ties, Early Blackhull, Quivira, Kanred, and Oro, were planted on 
several dates at intervals of approximately 1 week. The varieties 
studied in 1933, the dates of planting, and the number of blasted 
heads collected, together with other information to be discussed later, 
are given in table 5. The marked differences in each variety in the 
number of blasted heads formed on plants from the various dates of 
planting are shown in figure 5, A. According to figure 5, A, and 
table 5 Oro planted October 5, Kanred planted October 11, Quivira 
planted October 18, and Early Blackhull planted October 25, produced 
the greatest number of blasted heads. 

• These plots, used in yield tests, are under the supervision of Dr. H 31. Lauda, to whom the authors are 
indebted for j^ermission to collect the material and for data on dates of heading, maturity, and other agro¬ 
nomic characters. 
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Table 4. —Relative number of blasted heads produced in wheat varieties by the 
wheat-stem maggot , spring 1933 1 






Date 
of first 
head¬ 
ing. 
May 

Blasted heads per Ho-ocre plot 





_ 





Hank 

Kan- 

I s 

C I. 
no» 

Variety 

1 i 

Series 

Total 

Aver¬ 

age 








in- 





1933 

1 

2 

3 

fosted 

fested 






Num- 

Nu m- 

Num- 

Nurn- 

Num- 






ber 

her 

ber 

ber 

ber 

1 . . 

4H3 

8856 

Early Blackhull 

13 

27 

10 

9 

46 

15 3 

2 

2690 

11589 

Kanred X Marquis * 

19 

24 

9 

15 

48 

16 0 

3 

2464 

6156 

Minturki 

23 

23 

21 

K 

52 

17 3 

4 

2671 

[ 11373 

Kanred X Hard Federation. ... 

16 

9 

21 

61 

94 

31.3 

5 

2628 

8886 

Quivira 

17 

49 

10 

36 

95 

31 7 

6 

2672 

10091 

Kanred X Hard Federation. . 

15 

40 

13 

50 

103 

34 3 

7 

19 

6199 

Harvest Queen. _ 

20 

43 

39 

22 

104 

34 7 

H .. . 

499 

8861 

Cooperatorka. . 

21 

32 

63 

16 

111 

37 0 

9 . - 

570 

1558 

Turkey.. 

21 

39 

29 

47 

115 

38 3 

10 .. 

2593 

8180 

Kawvale.. _ . 

19 

45 

38 

35 

118 

39.3 

11 

2644 

10090 

Kanred X Marquis . .. 

19 

44 

32 

57 

133 

44 3 

12_ - . 

240! 

5146 

Kanred... . . 

21 

.50 

46 

51 

147 

49. 0 

13 .. . 

322 

6250 

Nebraska no 60 

23 

50 

69 

34 

153 

51 0 

14_ 

505 

8858 

Clarkan... . . 

20 

67 

57 

30 

154 

51 3 

15 . 

317 

6471 

Fulcaster 

20 

53 

51 

55 

159 

53 0 

16 

2673 

10092 

Kanred X Hard Federation 

16 

73 

21 

65 

159 

53 0 

17. . . 

2670 

10089 

Tenmarq Select ion 

19 

51 

44 

69 

164 

54 7 

IS - - 

495 

8220 

Oro_ 

22 

43 

68 


111 

55 5 

19 

514 

6336 

Tenmarq. 

20 

67 

73 

34 

174 

58 0 

20 . 

343 

6251 

Blackhull. . ... 

19 

39 

89 

87 

215 

71 7 

21_ 

2667 

8885 

! Cheyenne .. 

21 

32 

58 

135 

22.5 

75 0 

22_ 

2591 

1442 

Kharkof 

22 

65 

139 

185 

80 

284 1 
273 | 

94 7 
136 5 

23... . 

2659 

6686 

Kharkof (11 a vs no 2) 

22 

88 


1 Heads collected from variety plots of the agronomy farm, varieties planted Sept 28, 1932 
* C 1. denotes accession number of the Division of Cereal Crops and Disease, Bureau of Plant Industry, 
U S. Department of Agriculture 
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An attempt was made to correlate these differences with other 
associated facts. Several factors, such as date of emergence of 
plants, date of first heading, date fully ripe, stand per acre, number 
of culms per acre, yield, length of fruiting period, plant height, test 
weight per bushel, rainfall, and temperature were considered. The 
closest correlation was found between the amount of injury and the 
date of first heading. 6 Those plots marked “first heading” between 
May 22 and May 2(5 had a larger number of blasted heads than those 
heading either before or after that date. Those plots marked “first 
heading” after the date of maximum infestation were one plot of 
Quivira, two plots of Kanred, and three plots of Oro (table 5). 

From the data obtained it appears probable that the stage of 
growth of the plants at the time of oviposition by the flies is important. 
Apparently in late spring some specific stage in the maturity of the 
plants is more acceptable to the female flies or is more palatable to 
the larvae than are other stages of maturity. 

In studying another problem Wilbur and Sabrosky {29) found the 
maximum number of adult Meromyza on pasture grass less than 
one-quarter of a mile away from the wheat plots during ihe period 
from May 9 to Ilk This is 13 days earlier than the date of first 
heading which marked the maximum infestation in wheat. The 
period involved is somewhat longer than the average number of days 
required for incubation of eggs. Apparently the data give an indica¬ 
tion of the length of the interval between egg deposition and the 
time at which the young larvae cause the appearance of blasted heads. 
This peak of insect emergence, shown m figure 4, appears to be part 
of the explanation of the differences in infestation associated with 
different dates of planting. 

The figures given do not take into account the number of culms 
that might have been missed in the count in cases in which the injury 
took place so early that no part of the blasted head appeared beyond 
the top leaf sheath. In some of the culms collected the heads were 
well exserted; in others part of the head was enclosed in the leaf 
sheath. In each culm collected from these date-of-planting variety 
plots the distance from the base of the head to the top of the leaf 
sheath was measured, and the average distance and the percentage 
of heads completely exserted were calculated (table 7). 

These data show differences from plot to plot and between varieties. 
They also indicate a difference in infestation of nonfruiting culms 
which should be investigated. 

It appears from the data in table 5 that the date of maturity of a 
variety is one factor but not the only one involved in the differences 
in infestation by Meromyza. For example, there were 379 infested 
culms in the seven plots of Oro as compared to 1,232 in the plots of 
Early Blackhull. But the plots of Oro included three which headed 
after the one with maximum infestation, as well as the three which 
headed before May 24, while all the plots of Early Blackhull headed 
before the date which gave the maximum infestation in the case of 


6 First heading is the date vcheu about 10 percent of the plants ha\e headed. 
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the other varieties. If the experiment had included plots of Early 
Blackhull heading at a time comparable to those of Oro, the difference 
in infestation in favor of Oro might have been much greater. 


Table 7. —Average percentage of exserted heads from infested culms collected in 
date-of-planting variety test and lenoth of peduncle, l 1933 


Date of planting 

Oro 

. . _ 

Karred 

Quivira 

Early Blackhull 

Percent 

Length 

Percent 

Length 

Percent 

Length 

Percent 

Length 



Mm 

{ 

Mm 

1 

Mm 


Mm 

Sept 14.. . .. . ... 

40 

+10 

37 

-4 

57 

+42 

46 

+14 

Sept. 23. 

38 

+3 

35 

-9 

43 

+ 19 

65 

+42 

Sept. 28. . 

50 

+9 

59 

+ 18 

77 

+ 57 

85 

+54 

Oct. 5__ 

52 

2 +14 

44 

-2 

67 

+37 

76 

+40 

Oct 11. 

8 

-41 

18 

2 —24 

54 

+ 13 

i 76 

+47 

Oct. 18_ 

18 

-26 

14 

-37 

32 

2 -12 

56 

+ 13 

Oct. 25.. 

11 

— 36 

16 

—33 

30 

-20 

66 

2 +33 


1 Measured from base of head to top of the infesting leaf sheath; + = heads extending above leaf sheath, 
— «heads not surpassing leaf sheath 

2 riot in which maximum infestation occurred. 


The data from these date-of-planting plots indicate that the 
relative position of Early Blackhull as the variety with the lowest 
infestation in table 4 is not in accord with the potentialities of this 
variety. They indicate further that it is necessary to consider the 
date of first heading in the respective varieties in interpreting the 
relative resistance of the varieties. Thus a number of the late- 
maturing wheats appear to have the highest infestation. But Min- 
turki, which headed within the period indicated as the one in which 
the highest infestation took place, is probably the most resistant of 
the wheats listed and perhaps materially better than Oro. 

Data collected on these same plots in the abnormally dry season of 
1934 (table 0) tend to confirm the results discussed above. The 
growing season of 1934 w T as one in winch the early plant development 
was greatly accelerated. All plots of a given variety headed earlier 
in 1934 than plots of the same variety in 1933. On the other hand, 
insect development was not so greatly accelerated. The peak of 
emergence of Meromyza , according to the data of Wilbur and Sabrosky 
{29) y occurred about May 5 to 7, only about 4 to 0 days earlier 
than in 1933. This difference between insect and plant development 
in the 2 years appears to have resulted in a reduction in the difference 
in total number of blasted heads between the varieties with high 
and low infestations. There are no plots of any of the varieties 
which headed later and in which the number of blasted heads was 
below T the maximum per plot for the variety. The rank of the varieties 
in respect to the plots of maximum infestation in 1934 (table 6) was 
the same as in 1933 (table 5). The curves (fig. 5, B) from the data 
were also similar to the parts of the curves for the earlier plots of the 
year 1933 (fig. 5, A). The similarity between the results of the 2 
years indicates that the differences between the varieties are significant. 
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Table 8. —Relative number of blasted heads produced in wheat varieties by the 
v)heat-stem maggoty spring 1936 1 






Date of 
first 
head¬ 
ing. 
May 
1936 

Blasted heads per Uo-acre plot 










Rank 

Kan¬ 

sas 

no 

C I 
no 

Variety 

1 

Series 

2 

3 

Total 

infested 

Aver¬ 

age 

infested 






Num- 

Nu in- 

Nu m- 








ber 

ber 

ber 

Number 

Number 

1. . .... 

2089 

11591 

PreludeX Kanred... 

Qui\ ira _ . ... 

P1000 X Prelude.. 

15 

58 

209 


267 

430 

133 5 

143 3 

144 0 

2.._ 

2028 

8880 

15 

100 

168 

162 

3. . .. 

2095 

11590 

14 

94 

194 

288 

4. 

2090 

11589 

Kanred X Marquis 

16 


148 


148 

148 0 

5_ 

2464 

0150 

Minturki ... . . . _ 

22 

108 



168 

168 0 

fl- ... 

19 

0199 

Harvest Queen .. 

19 

201 



201 

201 0 

7... 

2673 

10092 

Kanred X Hard Federation 

13 

. 

" 230 

" 183’! 

413 

206 5 

8... . 

2072 

10091 

Kanred X Hard Federation 

9 

197 

306 

159 

662 

220 0 

9 . . 1 

514 

0930 

Tenmarq..... 

17 

254 



254 

254 0 

10_ 

2595 

8220 

Oro _ 

20 

280 



280 

280.0 

. 

2401 

5140 

Kanred. . ... 

19 

196 

"407 

207 

810 

270 0 

12... . 

505 

8858 

Clarkan... 

20 

284 



284 

284 0 

13. 

2593 

8180 

Kaw vale ... 

16 

336 

318 

330 

984 

328 0 

14. 

317 

0147 

Fu leas ter.. . . 

18 

443 

252 


695 

347 5 

15_ 

483 

8850 

Early Blackhull . . 

10 

278 

587 

”508 

1, 373 

457 0 

!:.j 

2720 

10010 

Turkey. ... 

18 


579 


579 

579 0 


1 Heads collected from variety plots of the agronomy farm, \ arieties planted Oct 1,1935, except Minturki. 
planted Oct 2, and Oto planted Oct 4, 1935 


Table 9. —Effect of date of planting and variety of wheat on late spring injury by 
the wheat-stem maggot in 1936 


Variety 


Early Black- 

hull_ 

Quivira. ... 
Kan red 
Oro.. 



The lower infestation in 1933 in plots first heading after May 20 
may indicate a stage in the growth of culms in which they are more 
acceptable to the fly for oviposition or more palatable to the young 
larva. Observations made in earlier years on date-of-planting plots 
containing the single variety Kanred showed an infestation similar to 
that on plots of this variety in 1933. 

Additional counts of blasted heads in variety and variety-date-of- 
planting plots were made in 1935 and 1930. The early spring of 1935 
was dry, but this was followed by a period of wet weather when the 
wheats were heading. Some varieties, especially the early ones, sent 
up a second growth of heads which were heavily infested by Meromyza. 
During the latter part of the time in wliich blasted heads were being 
collected it became impossible to distinguish such heads from the 
earlier matured normal heads. For this reason collection was dis¬ 
continued before harvest. However, the data secured give further 
indication of a relation between stage of plant maturity and infesta¬ 
tion. 

Data secured from counts of blasted heads made in 1936 are recorded 
in tables 8 and 9 and figure 5, (?, I). Data on abundance of Meromyza 
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are given in figure 4. The dates of first heading of the plots studied 
are more nearly comparable to those in 1934 than to those in 1933, 
while the reverse is true of the abundance of Meromyza, which ap¬ 
peared in numbers earlier and reached a peak later in 1936 than in 1934. 
This may have influenced the total number of blasted heads collected. 

Some peculiarity of the season of 1936 caused one or more of the 
earlier planted plots to reach the stage of first heading after some of 
the later planted ones. In general the number of blasted heads shows 
a closer relationship to date of first heading than to date of planting, 
thus giving further evidence of the relation of stage of plant- maturity 
to infestation by Meromyza. 

The type of season also resulted in bringing the date of first heading 
for the different dates of planting much closer together than usual, 
as is indicated in table 10. There is some evidence that the type of 
season had a different effect on different varieties. Taking these facts 
into consideration, the data from the variety-date-of-planting plots 
in 1936 are reasonably similar to those secured in 1933 and 1934. 


Table 10. —Range in number of days from earliest date of first heading to latest 
date of first heading for each of four varieties tested in date-of-planting-variety 
plots during lOdd, 19d4 , and 19H0 


Vari«*t> 


Enrly I) luck hull 
Quiviru 
K>mro<i 
Oro. 


Total range of till varieties 


Range in days 



1933 


Hi 

12 | 

U -\ 

20 ! 


1934 


ltMh 


9 1 

is ! 


In the variety series (table 8) the relative infestation of early 
maturing varieties in general is somewhat different from that of 1933 
under a lighter infestation. Especially is this true of the relationship 
of Early Blackhull and Quivira to the other varieties. On the other 
hand, Minturki still retains its position with the lowest infestation 
when the period of first heading is taken into consideration. Four 
varieties heading at an earlier date than Minturki had a lower infes¬ 
tation but were not exposed to the maximum oviposit ion. Hence, 
throughout these spring infestations there is evidence that both variety 
and stage of maturity are important in determining the amount of 
injury. 

The results of both variety and date-of-planting tests indicate the 
value of an early maturing variety or early maturity in the lessening of 
damage by the spring brood of the wheat-stem maggot. 

FALL INFESTATIONS 

From a summary of counts of maggot infestation made during 
several years previous to 1934 it was found that some varieties of 
wheat appeared to have less of the fall and early-spring type of injury 
than did other varieties. Among 80 varieties and strains of wheat 
studied in two or more tests there was a range of from 0 to 29 in the 
average percentage of plants infested. Most of the varieties having a 
low infestation had been in a very few tests in which the intensity 
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of the infestation was low on all varieties. Hence these low figures 
are considered to be of doubtful significance. The intensity of infes¬ 
tation in the different years, as indicated by the average infestation, 
varied from 2.8 to 32.6. 

From among this group of wheats the 21 varieties recorded in 
table 11 have been selected for presentation because they were 
studied in five or more tests or were of particular interest in con¬ 
nection with the study of the late spring infestation. 


Table 11 .—Infestation of winter-wheat varieties by the fall generation of “ Meromyza 
americana” in various years between 1924 a nd 1933 
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2522 

6161 

Honor .. 


0 0 

0 0 

10 0 

8 0 

0 0 


3 6 

13.8 

2564 

3342 

Dawson-.. ... 


.0 

10 0 

3 5 

10.0 

.0 


4 7 

13 8 

19 

6199 

Harvest Queen-. - 

24 0 

6 8 

0 

4 0 


.0 

. - 

6 9 

20 6 

439 

6936 

Tenmarq-- ... 


6 8 

5 0 

4 0 

4 0 

.0 

28 0 

9 1 

17 8 

2448 

2672 

6155 
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15.0 
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14 0 

10 3 

24.8 

10091 

KanredXHard Fed- 
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13 0 

6 0 

5 9 

28 0 

10 7 

13.0 

2401 

5146 

Kanred ... 


7 2 

8 9 

2 5 

2 0 

4 0 

44.0 

11 4 

17 8 

435 

223415 

6163 

Shepherd . _ .. 
Jllini Chief Selection 


6 . 8 

10 0 

25 0 

18 0 

0 


12 0 

13 8 


9 2 

8 8 

1 3 

6 0 

8 0 

44 0 

i 12 9 

17 8 

2667 

8885 

Cheyenne_ - . - 




14 1 

8 0 

0 

30 0 

i 13 0 

13 0 

483 

8856 

Early Blackhull_ 



__ 

25 8 

10 0 

0 

20 0 

13 9 

13 0 
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’ 28 0~ 

6 

30 0 

14 0 

12 0 

4 0 

_ 

14 7 

18 2 

2628 

8886 

Quivira. 

. 


. 

25 4 

8 0 

.0 

26 7 

15 0 

13 0 

2993 

8180 

Kawvale_ ... 



is 6 

1 9 

22 0 

8 0 

28 0 

15 0 

16 8 

2588 

5338 

Imperial Am her. 

. 

33 3 

10.0 

14.0 

6 0 

12 5 


15. 2 

13.8 

495 

8220 

Oro.. --- 





12 0 

0 

34 0 

15 3 

16.0 

2594 

8257 

Fulhard. 



30 0 

9.3 

10 0 

8 0 

28 0 

17 1 

16 8 


5566 

Beeehwood- _ 

32 6 

13 3 

25 0 

20 0 

14 0 

0 


17 4 

18 2 

343 

6251 

Blackhull_ 



12 3 

13 8 

12 0 

10 5 

44 0 

18 5 

16 8 

359 

5597 

Red Rock_ ... 


*“"o 

25 0 

40 0 

12 0 

4 5 

32 0 

18 9 

17 8 

570 

1558 

Turkey_ . ... 

40 0 

40 0 

15 0 

4 0 

6 0 

4 0 

38 0 

21 0 

21 0 



Average_ 

32 6 

7.1 

13 1 

11 5 

7 8 

2 8 

32 3 


. 


A few varieties, such as Turkey, Red Rock, Blackhull, and Beech- 
wood, were rather consistently high in all tests. Other varieties, 
such as Honor, Dawson, Harvest Queen, Tenmarq, and Minturki, 
were usually below the average in all tests. 

It is of interest that the variety Minturki, which showed little infes¬ 
tation by the late-spring brood, also showed relatively little infesta¬ 
tion by the fall brood. The varieties Oro, Kanred, Quivira, and Early 
Blackhull, studied in the date-of-planting series are not arranged 
in the same ranking under the two infestations. From the small 
differences between varieties and the erratic behavior in the different 
years it is questionable whether the low fall varietal infestation here 
indicated is of economic importance. However, additional tests 
under more uniform infestation may show differences of importance. 

SUMMARY 

In the life history of Meromyza americana Fitch there are three 
larval instars which are distinguishable by the shape of the cephal- 
opharyngeal skeleton. The total life cycle is completed in from 18 
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to 82 days in the summer. The winter is passed in the larval stage. 
At Manhattan, Kans., there are three generations and a partial fourth 
each year. 

During the course of these experiments four parasite, Coelinidea 
ferruginea Gahan, G. meromyzae (Forbes), Microbracon meromyzae 
(Gahan), and Hypodiranchis sp., were reared from purparia of the 
wheat-stem maggot. Eighteen species of ITymenoptera, including 
these four, were reared from volunteer wheat or culms heavily infested 
by the wheat-stem maggot. Nine species known to be parasitic on 
Meromyza are recorded in the literature. 

In the fall and early spring the wheat-stem maggot kills the central 
leaf of the plant destroying the tiller on which it feeds. The white 
or blasted heads which appear at heading time result from the feeding 
of the larva above the upper node. 

The wheat-stem maggot has been recorded as feeding on several 
species of Triticum on barley, rye, and on a number of native and 
introduced grasses. 

Plants from later sown seeds were more heavily infested in the spring 
than plants from earlier sowings. Differences in resistance to infesta¬ 
tion were noted among the different wheat varieties tested. These 
differences may not be of economic importance but further study 
should be made under more frequent and heavier infestations. 

The data collected from the variety and date-of-planting plots 
indicate that there is a stage in the growth of the plant which is more 
palatable to the larva or more attractive to the female fly than are 
other stages of growth. 
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INTRODUCTION 


The amount of secretory tissue in the udder has been shown by 
experiment to be very much less in a highly specialized beef cow than 
in a highly specialized dairy cow, even though the internal anatomy 
and the skeletal structure of the two cows are surprisingly similar 
(<V). y These results suggested the possibility that the difference in 
amount of secretory tissue in the udder, together with differences in 
persistency of lactation, may constitute the chief hereditary charac¬ 
teristics responsible for the wide difference in inilk-jirodueing capacity 
which has long been known to exist between cows of the dairy and 
beef breeds. 

Data on the quantity of secretory tissue in the udder were available 
for a large number of dairy cows whose milk-producing capacity and 
persistency of lactation had been determined. Similar data on the 
amount of secretory tissue in the udder of a beef cow, however, were 
limited to the individual used in the comparison mentioned (#). it 
seemed desirable, therefore, to determine whether or not the udder of 
the beef cow studied was typical of the udders of cows of the specialized 
beef breeds, and also to measure the producing capacity and the per¬ 
sistency or length of lactation of such beef cows when kept through 
their iirst lactation period under the same conditions of feeding, 
milking, and general management as dairy cows. 

In order to make such a study possible a cooperative arrangement 
w r as made with the Animal Husbandry Division, Bureau of Animal 
Industry, in 1927, whereby that Division was to provide at the Iberia 
Livestock Experiment Farm, Jeanerette, La., a group of eight bred 
heifers of one of the beef breeds, suitable for such a study. In order 
to avoid as far as possible the influence of any inheritance of dairy- 
breed characters on milk-producing capacity, persistency of lactation, 
and mammary development, it appeared desirable to use beef animals 
that were registered or from registered parents, and that were of 
similar breeding. Animals of uniform size and condition, about 2 
years of age and bred to calve w ithin about 3 or 4 months, seemed 
most suitable for this study. 

1 Received for publication Jan. 28. 1937; issued September 1937 
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The Bureau of Dairy Industry, for its part, agreed (1) to keep four 
of the animals through one lactation period under conditions of feeding, 
milking, and management comparable to those under which dairy 
animals of similar age and stage of lactation are kept at that station; 
(2) to keep the records of their production; (3) to obtain ante-mortem 
photographs and body measurements; (4) to obtain post-mortem 
anatomical data at the time of slaughter; and (f>) to make a compara¬ 
tive study of the ante-mortom characteristics, the size, the capacity, 
and the gross anatomy and histology of their udders, according to the 
method regularly employed in studying the udders of dairy animals. 
These four animals were to bo placed in the dairy barn at least 2 
months before freshening, confined in stanchions, and fed and handled 
regularly to accustom them to the conditions of dairy-herd manage¬ 
ment before freshening, in order to avoid any rapid and permanent- 
decline in milk flow which might result from a radical change in 
management at the very beginning of lactation. During the prelim¬ 
inary period in the dairy barn they were to be fed liberally to produce 

f ood development and conditioning without excessive fattening. 

lach animal was to be weighed every 28 days throughout the entire 
period of the experiment. After freshening, each cow in this group 
was to be milked twice daily; the quantity of milk produced at each 
milking was to be recorded, and a 2-day butterfat test was to be 
made each month. The ration was to be adjusted every 14 days and 
every effort was to be made to maintain lactation on a maximum plane 
and to continue it as long as possible. Breeding was to take place 
not earlier than 3 months and not later than 5 months after calving 
in order that the effect of gestation might not be a disturbing factor 
in comparing the quantity of milk produced or the persistency of 
lactation of cows of the beef and dairy breeds when kept under 
comparable conditions of dairy-herd management. 

The other four animals, of similar breeding, size, age, condition, and 
gestation, were to be placed in the beef herd on the same experimental 
farm, and kept under conditions of management prevailing in that 
herd to show* whether or not the difference in feeding and the regularity 
of milking beef cows kept under dairy-herd conditions would appre¬ 
ciably affect the size, capacity, abundance of secretory tissue, and 
gross and microscopic anatomy of their udders. On freshening, these 
animals would be permitted to run with their calves and would be 
fed the same as other cows in the beef herd. No attempt was to be 
made to measure milk- and butterfat-producing capacity or per¬ 
sistency of lactation, or to prolong the lactation x>eriod. Breeding 
w r as to take place according to the schedule usually followed in the 
beef herd. The only records to be kept on this group were those 
concerning breeding, calving, and live w*eight. After each animal 
had completed her lactation period, the conformation, anatomy, and 
comparative udder data w r ere to be obtained according to the plan 
outlined for the group kept under dairy-herd conditions. 

ANIMALS USED AND PROCEDURE FOLLOWED 

In October 1927 three Hereford heifers (B-lf>, H-16, and 11-17) 
from registered parents, all by the same sire and born in January 
1926, were purchased from a Louisiana breeder. A search for addi¬ 
tional animals suitable to make up the two groups w r as not imme¬ 
diately successful. Meanwhile the three animals were delivered at 
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the experimental farm and placed in the dairy barn. 11-15 died from 
the effects of conditions induced by abnormal presentation of the 
fetus, and does not furnish any of the data on which this study is 
based. 

The 2-day average weights of H-16 and H-17, as taken on October 
27 and 28, 1927, were 720 and 695 pounds, respectively. On October 
27 their ages were 21 months 22 days and 20 months 29 days. So far 
as the investigators know, normal weights for growing Hereford heifers 
have not been published. The average weight of these two animals, 
based on the 2-day average taken at the ages indicated, was 708 
pounds. The hern in which H-16 and H-17 were raised received 
more individual attention than most herds in the vicinity, and the 
heifers purchased for the experiment were unusually tame and easily 
handled. They soon became accustomed to their new surroundings 
and conditions of management. They increased in weight and their 
general condition and behavior were satisfactory. 

The three animals in this first lot were supposed to have been 
pasture-bred and pregnant when purchased. Breeding dates were 
not available except, that none of the animals had been observed in 
heat since July 1927. However, on December 14, 1927, 11-17 came 
in heat and was bred. IT-10 was pregnant when purchased and 
calved normally on June 1928. The loss of 11-15 through death 
and the rebreeding of 11-17 left only one of the animals originally 
purchased in suitable condition for use in the milking phase of the 
experiment. Consequently six additional Hereford heifers, 2 years 
of age and from registered parents, were selected in southern Texas. 
They were pasture-bred. 

These heifers had been “roughing it” on pasture during the winter. 
They were shipped to Jeanerette, La., and during the first few days 
after their arrival they were kept tied, their horns were tipped, and 
they were branded. When examined, photographed, weighed, and 
measured on April 7, 1928, about a week alter their arrival, they 
were thin and gaunt. They were below the average in size and 
condition for a breeder's herd, but were classed as good range cattle 
for the Gulf Coast region. Identification numbers were assigned to 
these heifers as follows: H-l, H--2, H-3, H-4, H-5, and 11-6. Their 
weights on April 7 were, respectively, 550, 600, 580, 580, 625, and 595 
pounds. Eighteen days later, on April 25, their weights were, respec¬ 
tively, 615, 660, 640, 645, 650, and 695 pounds. The minimum gain 
during that brief period was 25 pounds, the maximum 100 pounds, 
and the average 62.5 pounds. r lhc weights of 11-16 and II-17, on 
April 9, were 980 and 930 pounds. They had gained 260 and 235 
pounds, respectively, since their arrival at the experiment station farm. 

On June 4, 1928, the six heifers purchased in Texas were divided 
into two groups of three each on the basis if the uniformity of stage of 
gestation as determined by rectal examination. This basis for selec¬ 
tion was used in order that those to be milked in the dairy bam might 
all freshen a t about the same time and be in milk during the same period, 
thereby insuring more comparable conditions and facilitating the 
work required in carrying on the experiment. The pregnancy exam¬ 
ination indicated that H-2, H-5, and H-6 were most nearly uniform 
and most advanced in stage of gestation, and they were selected for 
the group to be kept under dairy-herd conditions. Because of lack of 
uniformity in gestation, H-l, H-3, and H-4 were placed in the group 
to be kept under beef-herd conditions. In addition to the six heifers 
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purchased in Texas, two of the three animals originally purchased in 
Louisiana were still available, and in properly balancing the two groups 
it seemed desirable to place one of these older heifers in each group. 
IT-lb was pregnant and apparently due to freshen within a month. 
H-17, though pregnant from a breeding on December 14, 1927, had 
reacted later to the agglutination test for infectious abortion. Since 
H-16 was more advanced in gestation and negative to the abortion 
test, she was placed in the group to be milked in the dairy barn, and 
H-17 was placed in the group to be kept under beef-herd conditions 

The group of Herefords consisting of H-2, H 5, II-0, and 11-lb, 
selected to be placed in the dairy herd, milked, and kept under con¬ 
ditions of dairy-herd management will subsequently be referred to as 
group 1. The group consisting of H-l, H 3, 11-4, and H-17, selected 
to be kept in the beef herd under conditions of beef-herd management 
will be referred to as group 2. 

Similar data for the Aberdeen Angus cow A-300 ( 8 ) and for two 
registered Holstein-Friesian cows (no. 299 and no. 827) were used for 
comparison with those obtained on the Herefords. 

Figures 1, 2, and 3 show the animals used in this study. 



Figure 1 —The four Herefords (H-2, H-fi, H-f» and H-lf) that uere kept in the dairy herd arid milked 

through one lactation period. 


THE HEREFORD EXPERIMENT 

The details of the Hereford experiment were earned on essentially 
as outlined. The heifers in group 1 (dairy management) adjusted 
themselves slowly to the conditions prevailing in the dairy herd. 
Though not so gentle as animals raised under dairy conditions, they 
caused comparatively little trouble with the exception of occasional kick¬ 
ing. All of them calved normally. The heifers in group 2 (beef manage¬ 
ment) did not follow the schedule so well. The calving and breeding 
records of each of the animals in both groups are given in table 1 






H<iJ ice 2 The three Hereford* m 1, H-4, and II 17; tbut were kept in the beef herd, and the Aberdeen 
Angus cow (A .MO) used for comparison 




* J "’ ]{l * - -The two IIolstem-Frusum cows (no 299 and no 827) with which the Heiefords and the Aber 

deen Angus cow were compared. 

Table 1 .- Calving and breeding records of Hereford heifers 


mitts | Dateiebred , Hied to 


Jan 12,192V* Hereford 
Apr. 9, 1929 ■ Jersey 
Mar 21.1929 i Dr> 
No\ 9, 1928 | Hereford 

(>) 1 


0) Shorthorn. 

Sept 19,192s j Brahman 


J Not bred. Nursed edf until late in May 1929 
* Died July 19, 1928 Disease diagnosed tis anaplasmosis 
1 Pasture-bred, after Mar. 1,1929. 

Body Weights and Feed Oonki mptiov 

Every animal in group 1 was substantially heavier at the time of 
her final weight at the station on May 29, 30, and 31, 1929, than at 
the beginning of the experiment. Similar gains were made by the 


< iroup. and annual no. 


Group 1 (dair\ management) 

H* 2. 

H A. 

H-»* ." 

H- l(i _ . ‘_I. 

• -roup 2 (beef management) 

11 1 . 

H- i 
H-4 
H-17 


j I >ate of cal. mg (’ah mg 

I 

. ..j Oct 1,1928 Bull calf... 
i Oct 17,1928 Heifci calf. 

.. Sept 22,1928 _do_ 

. June 29,1928 .do... . 

Dec M, 1928 Bull calf.. 

. Doc* 20,1928 Aborted ” 
June, 12,1928 .... do 
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animals in group 2 with the exception of II I, which nursed her 
calf until a short time before the termination of the experiment. 
Each of the four animals in group 1 increased in weight during lacta¬ 
tion, but remained nearly constant in weight after the completion of 
lactation. Two of the animals in group 2 made gains of approxi¬ 
mately 100 pounds after calving, but H-l showed a slight loss. The 
calf born to H -1 weighed 35 pounds at birth as compared with an 
average birth weight of 51 pounds for the calves born to the cows 
in group 1. All the calves were kept until they were at least 4 months 
old, when H Ts calf weighed 100 pounds as compared w r ith an 
average of 160 pounds for the other four. wSo far as is known II-T’s 
calf received nothing but its mother’s milk and wlmt feed it might 
have obtained while running with the herd. The other four calves 
w r ere given whole milk for 30 days, and then skim milk. Grain and 
hay were first given at 1 week of age, the quantity being increased 
until the calves were consuming 3 pounds of grain and 3 to 4 pounds 
of hay daily at 3 months of age. The individual live weights for 
both groups of cows are given in table 2. 


Table 2. Live weights of Ilerefords 1 


Group 1 (ilairv management ) 1 


Group 2 (beel manage¬ 
ment) 4 


Date 



11-2 

IT-5 

11-0 

u-i«; 

l 1 


Pounds 

Pou nds 

i 

Pounds 

Pounds 1 

Oct 27 and 28, 1927.. 




720 ! 

Nov 9._ 


- 

. 

770 

Pec 7.. 




790 I 

Jan 4. 1928 .... 




S20 | 

Feb 1 . _ 



890 

Feb 29 . .. 




910 

Mar. 28 ... . .... 

_ 



880 

A pr. 7 or 9 . 

000 

025 

595 

980 

Apr 25- __ _ 

000 

050 

095 

930 

May 23_ . . 

025 

590 

050 

900 I 

Juno 20.. 

715 

085 

730 

970 ! 

July is ... 

755 

715 

773 

915 j 

Aug lo .. 

745 

710 

772 

; 902 

Sept 12... 

780 

735 

805 

| 922 

Oct 10__ 

095 

720 

080 

i 913 

Nov 7 .... 

745 

1 005 1 

1 725 

942 ; 

Dec 5 . 

720 

700 

700 

! 950 | 

Jan 2, 1929... 

700 

710 ] 

790 

j 970 il 

Jan 30 ..._ 

750 

705 i 

700 

955 jj 

Feb 27 _ 

790 

735 ! 

79) j 

995 

Mar 27__1 

700 

090 ! 

730 

940 ; 

Apr 24....| 

790 

730 

780 

900 j 


840 

700 j 

810 

950 I 1 

May 29. 30, and 31 4 .j 

835 

775 1 

792 

953 j 

June 13 1 _ . ..J 

815 

700 

810 

905 1 

June 15 5 . __j 

780 

770 i 

1 

780 

955 | 


Date 


Oct. 27 and 28, 1927.. 

Nov. 9. 

Dec. 7. -- . 

Jan 4. 1928 ... 

Feb 1__ 

II-l 

Pounds 

TT 1 H-17 

i Pounds i Pound > 
095 

1 750 

780 

. .. sio 

_ SOI) 

Feb 29. 




88 9 

Mar 28_ 




890 

Apr 7 or 9_ . .. 


>50 

'.SO 

9.30 

Apr 25_ .. 


015 

045 

950 

May 23_ . .. . 


‘>05 

002 

980 

June 0 .. _ 


020 

030 

990 

July 4.. .. 


025 : 

700 

1,000 

Aug. 1 ... --J 


000 

735 

990 

Aug 29 . .J 


090 

730 

980 

Sept 20. 


710 

710 

1,010 

Oct 24. . . .. 


705 

745 

1, 000 

Nov. 21. 


700 

780 

1,020 

Dec. 19... 


050 

710 1 

995 

Jan. 10, 1929 


000 

710 

995 

Feb 13 . 


040 

070 

1, 000 

Mar 13. 


570 

090 

970 

Apr. 10. . . . 


010 

785 

1,050 

May 8 . 


050 ! 

820 

l. 050 

Mav 29, 30, and 31 L. 


015 

83.3 

1, 100 

June 13'. 


595 ; 

810 

1, 115 

June 15 5 _ ... 


590 

S25 

1.080 


1 H-15 ami 11-3 died during the early part of the experiment, consequently their weight' are omitted 
1 The heavy cross rules indicate the beginning and the end of the lactation )ienod 
* The he»vv cross rules indicate the beginning of the lactation period The termination of Hie period 
is not definitely known. 4 At Jeanerette, La 3 At Henning. 1>. C 


The four animals in group 1 were fed according to their calculated 
requirements (Savage standard plus 10 percent). 

Table 3 shows the amounts of the various feeds consumed during 
the experiment. The hay was lespedeza, the silage v-as sorghum and 
soybean a part of the time and corn and soybean the remainder of 
the time. The grain mixture consisted of the following feeds: 
Brewers' rice, cottonseed meal, wheat bran, rice bran, rice polish, 
,eom-and-eob meal, bone meal, and salt. 
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Tlie cows were on pasture from June 21 to November 30, 1928, 
and from March 14 to May 29, 3 929. From March 14 to 27, 1929, 
they were on pasture only half of each day. 

The ration was the same as that fed the station's dairy herd during 
the same period. 


Table 3. —Feed consumed by Hereford's in group 1 (dainf inanagemeni) by 28-day 

pe ridds (/ 928-20) 


Feeding period 




o> 






n 

3 




c 


n 


5 



- 

K 

ri 



~ 


Lb 

Lb. 

Lb. 

Dyn 

Lb 

Lb 

June 21 to Julv IS 




28 



JuJ> 19 to Au2 15 




28 



Vup Hi to Sept. 12 




28 



Sept H to Oct 10 ! 

42 



28 



Oct J1 to Nov 7 , J 

28 1 



28 ! 

!~28~ 

- 

Nov s to I tec 5... ; 

2s 

84 

420 

! 23 

I 2S 

84 

J)ee f> to Jan 2 | 

2S 

112 

, 895 


1 28 

112 

Jim 3 to Jail 30 ; 

2s 

1 1 to 

840 

i 

: 2s 

140 

Jan 31 to Felt 27 | 

| 2S 

' HIS 

840 


; 2s 

If *8 

Feb 2S to Mm 27 

28 

1 140 

1 330 

i : 

! 28 

140 

Mar 2s to Apr 21 i 




! 28 

I 

. 

Apr. 25 to May 22.. 




| 28 

1 


Mh\ 23 to Juno 19 , 

j ... 


_ 





II (» j IT 10 



O' 




a. 




2 

a- 

ti 

a: 


Gram 

X 

| 

* 

£ 

E 

J 

Hav 

© 
bA 

03 

•a 

a 

«+* 

8 

PH 

Lb. 

I>ys 

Lb 

Lb. 

Lb 

Lys 

Lb 

Lb 

Lb 

Dys. 


28 

... 



28 

81 


.. 

28 


28 




28 

01 



28 


28 




28 

84 



28 


28 

35 



28 

70 



28 


2s i 

28 


_ 

28 | 

50 



28 

420 

23 

28 

: s4 

420 

23 

50 

84 

! 420 

23 

805 


28 

, 112 

1 805 


50 

112 

s05 


840 


2s 

, 140 

1 810 


41* 

1 to 

S40 


840 


28 

i 108 

i 840 


42 

108 

810 


330 

7 

1 2s 

110 

1 330 

7 

42 

140 ! 

330 

, 7 


28 

1 -- 

1— 

1 

28 


|_ 


I 28 


28 


L 

i 

28 




1 28 


7 

t""“” 

L_ _ 


7 


1 _ 


1 7 


I 


Records of Milk Prodcction 

The milk-producing capacity of the animals in group 1 was sur¬ 
prisingly low. Except for one animal, the duration of the lactation 
period was very brief, although the animals were milked until the 
quantity of milk obtained at a milking was extremely small, in an 
effort to continue lactation as long as possible. Furthermore, since 
no animal was bred until 102 days after calving, and one did not 
conceive until ISO days after calving, pregnancy could not have been 
responsible for the rapid decline in milk How and the brevity of the 
lactation periods. Feeding a ration calculated to furnish an excess 
of nutrients was continued until the cows were turned on pasture 
March 14, 1929, at which time two of the animals (H-2 and H 6) w T ere 
dry and the other two (H 5 and H 10) were producing respectively 
0.S pound and 3.r> pounds of milk daily. The records of milk and 
butterfat production are given in table 4. 

The data presented in table 4 recpiire but little discussion. The 
lack of persistency in the case of If “2, II—o, and IT-6 is show'll by the 
brevity of the periods of lactation, which w ere only 153 days, 202 days, 
and 159 days respectively. Moreover, the monthly production 
records, the averages for daily production, the averages for the first 
10 days of lactation, the maxima for one milking and the maxima for 1 
day, all bespeak the extremely low' level of production for these three 
cow r s. Undoubtedly H--G was the poorest milk and butterfat pro¬ 
ducer in the entire group, her total being only 80.6 pounds of milk and 
3.73 pounds of butterfat for the entire lactation of 159 days—an aver¬ 
age of only 0.51 pound of milk daily. Presumably H-16 was the old¬ 
est cow' in the group. At any rate she w as larger and better developed 
than any of the others. Though her milk flow' was very low from a 
daily standpoint it w'as more abundant and more persistent than that 
of any other cow in the group, her lactation period continuing for 329 
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days and her total production amounting to 1,767.8 pounds of milk 
and 90.52 pounds of butterfat. This is more than 11 times as much 
milk and 13 times as much butterfat as the average for the other three 
cows in the group. The fact that 11-16 was so superior to the other 
animals in group 1 may be accounted for partly by her greater size 
and presumably more advanced age. Since she came from a different 
line of breeding, her inheritance may have been partly responsible 
for her higher production. 

To confirm the statement previously made to the effect that the 
lactation period of these animals was prolonged to the extreme, at¬ 
tention is called to the fact that the average daily production for the 
last 10 days in milk was 0.20 pound for II-2, 0.50 pound for H-5, 0.17 
pound for IT-6, and 0.94 pound for H-16. On the last 2 days of lac¬ 
tation IT-2 and H-6 were milked only once daily. 


Table 4.— Milk and butterfat production of Hereford8 in group 1 (dairy 

management) 


Year and month 


1928 

June_ .. _ 

* July .. _ 

August_ 

September 
October. 

November 
December . 

1929. 

January. 

February... .. 
March . 

April . 

May.. . 

Total.... .. . 

Daily average pio- 
duction 
Entire period. 

First 10 days_ 

Last 10 days. . 
Maximum produc¬ 
tion 

For 1 milking_ 

For 1dav . . ( 

1 Calved Oct 1, 1928 

3 Calved Oct 17, 1928. 

3 Calved Sept. 22, 1928. 
* Calved June 26, 1928. 



H-2 



H-5 



H-6' 


JM6 * 

Milk 

But¬ 

terfat 

Days 

milked 

Milk 

But¬ 

terfat 

Days 

milked 

Milk 

But- 

terfal 

Days 

milked 

Milk 

But- j 
ter fat | 

Days 

milked 

Lb 

Lb 

No 

Lb 

Lb 

No 

Lb 

Lh 

No 

Lb 

; 

Lb , 

No 










8 S 

40: 

2 










272 2 

12 39 i 
10 18| 
10 21 1 * 3 

31 

31 










255 7 







6 1 

31 

226 8 

30 

52 1 

3 05 

28 

34 7 

1 41 

10 

30 1 

1 51 

31 

181 5 

10 79| 

31 

31 0 

1 57 

30 

57.3 

2 32 

30 

18 3 

93 

30 

158 4 

8 081 

30 

19 1 

86 

31 

43.9 

1 49 

31 

10 2 

33 

31 

160 6 

7 361 

31 

14 2 

.74 

31 

38 6 

1 68 

.11 

S 3 

39 

31 

139 5 

7 74* 

31 

8 6 

27 

28 

31 2 

J 03 

28 

6 Hi 23 

28 

111 8 

7 00) 

28 

1 0 

031 

1 5 

23.6 

78 

31 

.8 

.03 

5 

117 1 

7 081 

31 


1 


20 5 

mi 

30 

.. 



96 1 

6 73 

30 

-- 

j_| 

! ..; 

| 5 6 

25 

11 


- 

. 

33 .1 

2 26j 

23 

U26 0 

6 52j 

153 

°255 4 

9 86 

202 

7 80 6 

3 73 

159 

k J ,767 8 

90 521 

329 

H2 

1 O r t 



1 26 
47 



51 



.1 37 

i 

j 

"Y 


i y») 
.20 

j 


•5 4/ 

50 

- - 

L7 

17 

- - 


94 

- - *1 
’ 1 


1 5 



2 3 



1 4 



5 2> 

i 


2 6 



4.1 



2 1 



10 ij 



1 







. j 



5 Butterfat test, 6 17 percent 
Butterfat test, 3.86 j>ercent. 
7 Butterfat test, 4 63 percent 
s Butterfat test, 5.12i>crcent 


During the time the Herefords were on experiment (June 26, 1928, 
to May 23, 1929) eight first-lactation Jerseys in the same herd were 
being tested for milk and butterfat production. Three of the Jerseys 
were in milk following abortions, whereas all of the Herefords in the 
group calved normally. Moreover, two and probably three of the 
Jerseys had had cattle-tick fever prior to going on test, contracted as 
a result of moving the herd from the experimental farm because of the 
flood. On the other hand, the Jerseys were slightly older when they 
freshened (average 3 years 1 month) and were milked three times 
daily during at least a part of the lactation period. The average 
production of the eight Jerseys was 6,684 pounds of milk and 358 
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pounds of butterfat. This is approximately 12 times the average 
milk production and approximately 13 times the average butterfat 
production of the four Herefords. 

It is recognized that the Hereford is a specialized beef breed that 
has been bred for meat rather than dairy purposes. The Hereford 
cow consequently is expected to be a low milk producer, yet she seldom 
fails to raise a calf successfully without the aid of nurse cows—even 
under range conditions. 

When compared with cows of a dairy breed of similar age, the pro¬ 
duction records of the four Herefords were extremely low. The ani¬ 
mals in this group apparently did not possess the capacity to produce 
liberal quantities of milk, or the stimulus to continue lactation over an 
extended period. The fact that three of these animals were under¬ 
sized is recognized, but with the opportunities afforded them both 
before and during lactation, they could hardly have failed to make a 
more creditable showing if their inheritance had included the capacity 
for abundant lactation. 

BREED COMPARISONS 

Since this study of the conformation, anatomy, udder character¬ 
istics, and laetating capacitj r of Herefords was prompted by results 
obtained in comparing the udder development of the Aberdeen Angus 
cow A-300 with that of the Jersey cow Sophie 19th of Hood Farm (#), 
it seemed fitting that an attempt be made to determine whether the 
conditions found in the udder of the Aberdeen Angus cow were 
typical of beef cows, and to what extent the Aberdeen Angus udder 
and the Hereford udders differ from the udders of cows of a dairy 
breed. 

An effort was made to use for comparison the data from dairy cows 
of approximately the same age as the Herefords, but the only complete 
and comparable data available were those on two Holsteins that aver¬ 
aged 4 years 7 months of age at time of slaughter as compared with 
3 to 3U years for the Herefords. Moreover, the Aberdeen Angus 
cow’ was approximately 12 years of age when slaughtered. Attention 
is called to this difference in ages as it seems reasonable to suppose 
it might in some degree affect the size of the animals in the different 
groups ami consequently be reflected in the direct weights and meas¬ 
urements of the body and its parts, and in the comparisons made in 
them. However, most of the data presented are in the form of ratios 
of one body measurement to another designed to show' body propor¬ 
tions rather than absolute measurements, or are presented as ratios of 
the size of individual body parts to the body as a whole. A compari¬ 
son of the data presented in this manner affords an opportunity to 
study conformation and comparative anatomy more or less irres¬ 
pective of the size of the animals, and presumably minimizes to a 
great extent the effect of differences in age. 

The Herefords, the Holsteins, and an Aberdeen Angus are com¬ 
pared on the basis of their conformation (ante-mortem data) and 
their anatomy (post-mortem data); and on the basis of the character¬ 
istics of their udders as determined both before and after death. 
The Aberdeen Angus cow w as a show’ animal (had recently been ex¬ 
hibited at the International Livestock Exposition) and w as in a very 
high condition of flesh, whereas the five Herefords purchased in 
southern Texas w r ere in comparatively poor flesh. The Holsteins 
w ere in moderate flesh. 
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Holstein cow no. 299 was 4 years 2 months of age and had been diy 
22 days when slaughtered. Her production record, made at the age 
of 3 years 3 months was 14/295 pounds of milk and 463 pounds of 
butterfat. Holstein cow no. 827 was 4 years 11 months of age, and 
had been dry 7 months 12 days when slaughtered. Her production 
record, made at 2 years 7 months of age, was 14,257 pounds of milk 
and 522 pounds of butterfat. Both Holsteins were milked three 
times daily w hile their records were being made. Milking the Hol¬ 
steins three times instead of twice daily, and the fact that they were 
slightly more advanced in age at the time the records were made, 
probably gave them some advantage over the llerefords with respect 
to abundance of production. However, the difference between the 
production records of the Hercfords and the Holsteins is so great that 
a marked contrast in producing capacity is emphatically shown. 
Production records are not available for the Aberdeen Angus cow' 
A-300. 


ANTE-MORTEM MEASUREMENTS AND SUPPLEMENTAL DATA 


Owing to the lack of facilities at the Iberia Livestock Experiment 
Farm for slaughtering the Hercfords and obtaining the desired post¬ 
mortem data, they were weighed on 3 successive days, given the 
necessary dippings at the Federal dipping station, and shipped to the 
stockyards at Benning, D. t\, where they arrived June 8, 1929, after 
being en route since June 1. 

On June 13 their weights were obtained on the stockyard scales, 
and photographs were taken of the individual animals. The total 
weight of the seven animals was 5,900 pounds as compared to 5,903 
pounds for the average for 3 days immediately before shipment. 
Four animals had gained slightly in weight; three had lost. The 
individual weights are given in table 2. 

On June 14, the cow r s w T ere graded for slaughter purposes as follows: 


Group 1: 

H -2_ 

H 5_ _ 

H-6 _ _ 

11-16_ 

Group 2: 

H-l_ 

If 4_ _ _ 

H-l7 _ . _ . 


Grade 

Low good. 
Middle medium. 
Low' medium. 
Middle good. 

Top cutter. 

Top medium. 
Low good. 


On June 15, at the Benning stockyards, ante-mortem measurements, 
designed to translate conformation into numerical values suitable for 
analysis, were made of each of the seven animals according to the plan 
regularly followed bv the Bureau of Dairy Industry in recording and 
studying grow th and conformation. Observations on the develop¬ 
ment and condition of the udder of each of the seven cows were made 
on the same day. Live weights, taken at about 2 p. m. on June 15, 
totaled 5,780 pounds. Individual weights are shown in table 2. 

A comparison of the conformation of animals representing such 
marked differences in type as animals of dairy and beef breeds is 
difficult to show, except as it can be shown through body proportions, 
or through the relation of each of the different measurements to one 
or more measurements selected as most nearly representing the 
skeletal size of the animal. Bush-Brown (#), a sculptor, Washington, 
D. C., emphasized the necessity for— 
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an accurate and reliable method of measuring the bodies of individuals, which will 
make full allowance for variations in size, so that not only large and small individ¬ 
uals of the same breed rria\ become comparable, but also individuals belonging to 
different breeds, and even the same individual at different stages of growth. 

Such a method must clearly be based upon a unit common to all 
individuals, and upon a comparison of proportions rather than upon 
absolute measurements. In studying the conformation of the horse, 
Bush-Brown used as a basis the height at withers which, regardless 
of the size of the animal, determines the unit of measure to be used 
for that animal. The proportions obtained from measurements made 
on this basis enable an artist or a sculptor to reproduce with exactness 
a painting or a model of any size. 

A number of research workers who have studied cattle conforma¬ 
tion have indicated that height at withers is a fairly satisfactory 
measure of skeletal size. According to the views of Van den Bosch, 
late chief inspector of the Netherlands Cattle Society, a dairy cow 
approaches perfection as her different body measurements approach 
definite proportions to height at withers. lie uses height at withers 
as a basis for determining body proportions in evaluating the degree 
of perfection in the form of a dairy cow. Ecklcs and Swett (3, p. 0) 
state that—* 

growth of the animal, as far as the skeleton is concerned can be determined 
reasonably well by a few measurements, and sufficiently well for most purposes 
by one measurement alone. 

The one selected was height at withers. Brody (/,;>. 1) states that— 
since height at withers in cattle is but slightly influenced bv environmental con¬ 
ditions, therefore, at a gnen age the numerical value of this measurement is 
practically a genetic index of the size of the animal. 

More recently Lush and Copeland (6*, p. 4 0 ) stated: 

For most purposes a very few measurements considered in relation to each 
other or in relation to weight seem as much as would be really useful in contribut¬ 
ing to the general picture of the animal and of the changes which occurred in it. 
Thus height over withers or over hips would certainly be included among those 
measurements least influenced by plane of nutrition, and therefore especially apt 
to be illuminating when considered in relation to weight. 

Other workers, studying nutrition, growth, and other matters 
relating to size in cattle, have based their experiments either on 
skeletal size alone or on skeletal size and live weight- skeletal size 
being measured by height at withers. 

Some students of animal conformation subscribe to the idea that 
length of head rather than height at withers is the fundamental unit 
of measurement to which every other body measurement bears a 
definite ratio in the animal having the desirable form. Pontius 
(7, p . 110) studied the relation between length of head and each of 
10 different body measurements for a group of dairy cows having good 
conformation and good producing capacity. His correlations were 
not highly significant. According to Gulliver (J, p. (M), both Megar- 
gee and Kuwamum, wdio are well known as animal painter and 
animal sculptor respectively, have for years used a system of meas¬ 
urement and proportion based on length of head. 

The ante-mortem measurements of the seven Hercfords, together 
with corresponding measurements of the two Holstein cow s and the 
Aberdeen Angus cow*, whose udders are compared with those of the 
Hercfords later in this paper are given in table 5. 



Table 5. — Ante-mortem data on the animals used in the experiments 
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BREED DIFFERENCES IN UNITS OF MEASUREMENT AND IN RATIOS TO HEIGHT AT 
WITHERS AND TO LENGTH OF HEAD 

When expressed in actual units, the measurements of the Here- 
fords differed considerably from each other, and as a group differed 
markedly from the Holsteins and from the Aberdeen Angus. Un¬ 
doubtedly, condition of fleshing and stage of gestation had a con¬ 
siderable effect on the measurements of individual animals, as IT—1 
was in comparatively poor flesh, 11 17 was in very good flesh and 
nearly due to freshen, and A-300 was in a very high condition of flesh. 

The ratio of each body measurement to height at withers and to 
length of head, which, as stated, have been used by several investi¬ 
gators as basic measurements, have been determined to make possible 
a study of the comparative proportions of each animal. Table 5 
shows the body measurements for the different items expressed in 
actual units, and the ratios of the body measurements to the height 
at withers and to the length of head. Thickness of hide and diameter 
of trachea are not considered as body measurements, consequently 
they are not included in the discussion of conformation. 

Without exception the average for live weight, and for each body 
measurement, expressed in actual units, was greater for the Holsteins 
than for the Herefords, but the relation of actual measurements of 
the Aberdeen Angus to those of the other breeds is not consistent. 
The probable effect of age differences on these absolute measurements 
has been mentioned previously. Twenty-four different body meas¬ 
urements are compared for each of the breeds. The magnitude of 
the measurement for the Aberdeen Angus is intermediate between 
the averages for the llerefords and the Holsteins for 13 of these items, 
8 of which are indicative of “scale.” The width of thurls of the 
Aberdeen Angus is equal to tlie corresponding average for Holsteins 
but distinctly greater than the Hereford average. The measure¬ 
ments for the remaining 10 items, which include the depths of rear 
chest and of paunch; length of rump; width of hips; and the widths 
and circumferences of fore chest, rear chest, and paunch, are greater 
for the Aberdeen Angus than for either the Herefords or the Holsteins. 
Undoubtedly most of these 10 measurements, as well as the width 
of tliurls, were affected to a very considerable extent by the excessive 
fleshing in the Aberdeen Angus. 

PERCENTAGE DIFFERENCES, BY BREEDS, IN UNITS OF MEASUREMENT AND IN 

RATIOS 

In comparing breed averages on the basis either of actual units of 
measurement or of ratios, some differences which at first appeared 
small were found to be of considerable importance if they repre¬ 
sented small measurements or low ratios. Some differences that 
appeared relatively largo were of comparatively little significance if 
they represented large measurements or high ratios. For example, 
in comparing the averages for Holsteins with those for Herefords 
(table 5), a difference of 21.53 centimeters in height at withers repre¬ 
sents a percentage of 18.4, whereas a difference of only 8.59 centi¬ 
meters in width of loin is equivalent to 29.1 percent. For this reason 
the differences in breed averages were reduced to a percentage basis. 
To determine the percentage to which the Holsteins differed from the 
Herefords for any given item the difference between the averages 
for the two breeds for that item was divided by the average for the 
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Herefortls and multiplied by 100. If the Holstein average was higher 
than the Hereford average, the percentage value was prefixed with a 
plus sign; if lower it was prefixed with a minus sign. In the same 
manner the data for the Aberdeen Angus were compared first with 
the Ilerefords and then with the Holsteins. The percentages showing 
the extent to which the breeds differ are given in table (>. 

Since all the weights and measurements are greater for Holsteins 
than for Ilerefords, the percentages showing the degree of difference 
are all plus. The greatest difference, which is for live weight, shows 
that the Holsteins averaged 08.04 percent heavier than the Ilerefords. 
Among the measurements, the greatest difference was in width of fore 
chest (41.34 percent), and the next in width of pin hones (31.13 percent). 
The greatest differences appear to be associated with fullness of barrel 
and the smallest with skeletal measurements and ‘‘scale.*’ 

The Aberdeen Angus differs from the Ilerefords most in live weight, 
widths and circumferences, and least in skeletal measurements and 
“scale.” 

The* Aberdeen Angus is higher than the Holsteins in weight, lower 
than the Holsteins for 13 of the measurements, higher for 10, and the 
same for 1. The measurements having the greatest minus difference 
are height at withers and hips, length of head, and width of pinbones. 
Those having the greatest plus difference are width of fore chest and 
hips and circumference of fore chest and paunch. 

The ratios based on height at withers indicate that the Holsteins 
were \ cry similar to the Here fords in body proportions with only a 
few of the items differing greatly, the larger differences being confined 
almost entirely to measurements of width. The Aberdeen Angus 
dilfered most from both the Ilerefords and the Holsteins in width 
of hips, depth of paunch, and in widths and circumferences of barrel, 
showing the combined effect on body proportions of a high condition 
of flesh in a low-set animal. 

The comparison of the ratios based on length of head emphasizes 
the similarity in the proportions of the Ilerefords and Holsteins for 
nearly all items; it shows that the Aberdeen Angus differed only 
slightly from the ilerefords and the Holsteins in the items representing 
“scale”, but that the Aberdeen Angus differed greatly from both Here- 
fords and Holsteins in many of the widths and in all of the circum¬ 
ferences of the barrel. In view of these results it is noteworthy that 
the Ilerefords and tlie Aberdeen Angus, though dillering greatly in 
size and in many body measurements, were nearly the same in 
length of head, and that the Holsteins greatly exceeded them in this 
measurement. 

Although marked differences existed in the live weight and in many 
of the body dimensions of the breeds, a similarity is shown in the body 
proportions of the Holsteins and five Ilerefords when the ante-mortem 
data are compared on the basis of ratios based either on height at 
withers or on length of head. Also the ratios for measurements of 
height and length, which are indicative of “scale”, indicate that the 
three breeds are very similar. The outstanding differences in body 
proportions are for those measurements that are most affected by 
deposition of fat. This confirms conclusions previously expressed (8) 
that cows of the different breeds are generally similar in skeletal 
structure, and that difference in type resulting from breeding and 
selection is due primarily to degree of fleshing. 

j 2:iG8—37-2 
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In addition to the ante-mortem measurements given in table 5 a 
number of additional values have been derived to show more com¬ 
pletely the differences in the conformation of the Herefords, the Hol- 
steins, and the Aberdeen Angus. The methods employed in obtaining 
the contours, body surface area, volume of barrel, angle of rump, 
thoracic and abdominal indexes, legginess, and wedge shape are ex¬ 
plained in detail in a previous publication (/>). These supplemental 
ante-mortem data are given in table 7. 

Attention is again called to the fact that the Holsteins and the 
Aberdeen Angus were older than the Herefords at the time of slaughter 
and that this greater maturity probably had an effect on the absolute 
values representing total area of fore chest and of paunch, body 
surface area, and volume of barrel. A marked progressive increase 
is shown from Hereford to Holstein to Aberdeen Angus in the average 
values for total contour area of both fore chest and paunch. In the 
fore-chest contours, slightly more than half the area is above the 
vertical midpoint for Herefords and for the Aberdeen Angus, whereas 
very slightly more than half was below for the Holsteins. In the 
paunch slightly more than half of the total area was below the vertical 
midpoint for all three groups. In both fore chest and paunch, the 
values obtained by dividing the total contour area by the correspond¬ 
ing depth, width, and circumference, progress with considerable 
regularity from Herefords to Holsteins to Aberdeen Angus. How¬ 
ever, the increase is less marked from Holsteins to Aberdeen Angus 
in the case of circumference of paunch, than for the others. 

The body surface area is much less for the Herefords than for the 
Holsteins, but almost the same for the Aberdeen Angus as for the 
Holsteins. A similar relationship of values exists for the estimated 
volume of barrel. Though perhaps not highly significant, the angle 
of rump was highest for the Holsteins and lowest for the Aberdeen 
Angus The thoracic index decreases with considerable regularity 
from Herefords to Holsteins to Aberdeen Angus, signifying that the 
Holsteins were intermediate and that the Aberdeen Angus was the 
highest in proportion of width to depth of fore chest. Values for 
abdominal index are nearly the same for all three breeds. The 
legginess was almost the same for the Holsteins as for the Herefords, 
but distinctly less for the Aberdeen Angus. 

On the basis of actual measurements, the Herefords had almost 
no vertical wedge shape, as determined bv subtracting depth of fore 
chest from depth of paunch; the Holsteins had more than 10 times 
as much as the Herefords; and the Aberdeen Angus had more than 
-■> times as much as the Holsteins. In width, the wedge shape de¬ 
creased markedly from Herefords to Holsteins to Aberdeen Angus, 
showing that the Herefords were narrowest in the chest as compared 
with the width of paunch. In circumference the wedge shape was 
almost the same for all three breeds; anil on the basis of the contour 
areas the wedge shape of the Herefords and Holsteins was almost 
identical, but that of the Aberdeen Angus was considerably less. 

Another method of showing wedge shape is to divide the paunch 
measurement by the corresponding fore-chest measurement. The 
ratios for depth obtained in this manner increase somewhat from 
Herefords to Holsteins and to a greater extent from Holsteins to 
Aberdeen Angus. On the other hand, the corresponding ratios for 
widths decrease. Katios for circumferences are highest for the 
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Herefords, but those for Holsteins and for Aberdeen Angus are nearly 
the same. For contour areas a decrease in ratios is shown from Here¬ 
fords to Holsteins to Aberdeen Angus. The ratios show practically 
the same thing as the differences in measurements, indicating that the 
Herefords were relatively shallow in the paunch, whereas the Holsteins 
had somewhat greater and the Aberdeen Angus much greater relative 
paunch depth; that in width the Herefords w'ero relatively narrow- 
chested, whereas the Holsteins had greater and the Abenleen Angus 
still greater relative width of fore chest; that in circumference the 
relation of paunch to fore chest w r as more nearly the same for all 
breeds and that in contour area the relation of paunch to fore chest 
was lower for the Aberdeen Angus than for the Holsteins, and lower 
for both than for the Herefords. The data in table 7 emphasize 
again the effect of fleshing on the body proportions of the animal. 

POST-MORTEM ANATOMICAL DATA 

The seven Herefords were slaughtered during the period of June 17 
to 21, 1029, and post-mortem data were obtained in accordance with 
the general plan adopted by the Bureau of Dairy Industry for study¬ 
ing the relation between the conformation and anatomy of the dairy 
cow and her milk- and butterf at-producing capacity. The post¬ 
mortem data for the Herefords, the Holsteins, and the Aberdeen Angus 
are presented in table 8. The live weights differ somewhat from those 
, shown in the ante-mortem data as they were taken immediately before 
slaughter, whereas the ante-mortem data sometimes were obtained 
several days earlier. Empty body weight is used to represent the net 
weight of the total animal structure. It is determined by subtracting 
the total weight of the contents of the stomachs and intestines from 
the live weight. It is more significant than live weight as it eliminates 
variations in weight due to the “fill” of the animal. The other items 
are self-explanatory. 

In table 8, data are given for each animal in the units of weight or 
measurement as taken, and show' the differences existing between 
individuals or breeds in the size of the animal or its organs and body 
parts. Here, again, the authors call attention to the possible effect 
of age differences on these absolute values and on comparisons based 
upon them. The values designated as “units per 100 pounds of empty 
body w r eight”, show the relation of each organ and body part to the 
weight of total animal structure. 

The actual values for Holsteins are greater than those for Herefords 
in all but 3 of the 67 items compared. The actual values for the Aber¬ 
deen Angus are higher than those for the Herefords in all but 4 of the 
34 items compared, but greater than those for the Holsteins in only 
11 of the 34. When compared on the basis of the values showing 
size of organ or body part in relation to empty body w'eight, the 
Herefords exceed the Holsteins in 53 of the 66 items compared, and the 
Herefords exceed the Aberdeen Angus in 26 of the 33 items compared. 
The Holsteins exceed the Aberdeen Angus in 27 of the 33 items com¬ 
pared. To obtain a better idea of the degree of difference between 
the breeds, both the actual units and the values based on empty 
body weight are compared, as in the case of the ante-mortem data, 
by reducing the differences to a percentage basis. The percentages 
for the different comparisons for each item are show'n in table 9. 



Group I <dairv managpmenG Group 2 'hoef nianaperrent 






















Table 8. Post-mortem data on the animals used in the experiments —Continued 


Journal of Agricultural Research 


Veil 55, no 4 


g2 US 
r-3 S 05 


§2 35 2f£ 


»C © II- 
«- ** 
33$ -2 


\ 94 2 $ n £ 3 

eo 

eg *o jc — c ^ 


$1- <N — 

© o> eo to 

i- eo -t t~ 

Cn SC i— 


00 35-i p JO 


S3 55 


9 »o P >o 
i - JH 




55 


gte ‘55 

s? *- ss 


5«o Sto s£ S3 


S3:: 56' &n 55 5?. Sc 


© 00 6 
s' 1 - 


65 $ S3 2: 




2.35 2*33 


.’ ■S i’Ofla’SiS’f 
■ a • p 3 s p.3 % i 

jljji?l«!! 

43 O ©X3 © — S © 5 Sc 


III Jiil§il§|l§!i 
34&5is.&*s,s*s.l^sJ® 


Bq.S^q * 

iNffi 


— „. ' - S *3 

j&fjs, jai^s. 
»§=«§l-a§g'as 

'S© © 3 5 2 S 

la*ga«ag^la 

21! o fl rt o 3 

£ is £ 




















Aug. IS, 1937 


Udder Characteristics of Cows 


261 


£S RS 

© CM 
CO <— 

28 

SS 

R<n 

© 00 

£3 

88 

S3 88 

SR 88 

28 

33 

SS : : 

QC© © 

— cm 
■ o 

&* 0 


CO © 

cm o 

*o © 

<* © 

©"" 2?« 

kC CO "0 © 

/j © 

32 

1 i 

3© S3 

1- © 
CO 01 

83 


©eo 

iO —< 
ti CO 

SR 

CO CO 

R8 88 

oi 8 cS 3 

S% 

kO CM 
Ik © 

© © © X 
CM © NO 

—1 © o* © 

as c*5 

CO 

3“® 

ft™ 

‘O © 

CO © 

x © 

© © 

©^ S' 1 * 

5 o -r© 

X © 

|S 


SR 88 

SR 

28 

20 

48 

S3 

S& 

© © 
^ © 

R3 

S3 co3 

23 as 

8* 

8© 

S3 S3 

© © CO © 

CO M 

X 


•# © 

eo © 

X © 

-r © 

»o iC 

©© ^© 

— © 

-if so 
8 

if CM if CM 

CM CO © 

Sg £3 

©8 

© JO 

M 

23 

O *r 
-r 

8 CO 

SR 

© 3 

© r- © © 

© — SO SO 

CO — © O’ 

? *0 

S2 

J2 © s s 

so«- -f © 

© CO 

* * 

1- M 
*N 

© © 

-r © 

© © 

*c o 

1- If -T O' 

•C IO 

OJ kO kr* © 


3i 

SOCM pCM 

32 £2 

Sri 

© CO 

X © 



<0 
O I- 

S?3 

co r- & r-i 

ir © Cm 

- = ?. 3 

©?. 

«• »*• 
0 ?o 

38 r ©i; 


S'* 

cm — 

CM ii 

cm © 

CM © 

u- © 

<N © 


1 - 11 CM © 

CM © 

S2 

8S 

58 55 

38 

©~ 

lO 1- 
*C «0 

8 CO 

»c 

(NCI 

28 

S3 

8© SR 

Sc?. R?i 

<C © 

82 

^ S£ 

X © -of* © 

S" 5 

© cm 


CM © 

CM © 

iC o 

SO © 

SO O' if -T 

© *r- *1 © 


x 

1 • 

2*5 CM »N 

S'* 

© © 8 ft 

"s’g 

SO O' 

i~ as 

$3 

© CM 

SR 

25 co 

RS SS 

S« ^5; 

*93 

25 -f 

58 Sn 

© ~ © 

f.” 

© -.' 

?l H 

w © 

CM C 


CM © 

© r© — © 

«N CM © 


© t- 

i-» 

2"’ §S 

SJ |C- 

8^ 

© X 

iC 

■5 »- 

83 

Sg 

© 5 

S3 ^3 

S © R 8 

3 2 

8© 

R3 88 


S'* 


© M 

CM © 

© 

■f © 


3 30 

-f © -! © 


!sS 

2- gg 

S* 5 4 

82 

Ir.© 

552 S5 

Rg 

u? 

SR 

83 

2 co 2 eo 

S 5 !h « 

33 

88 

Sag 82 

I-© so © 

cm ^ 


© —> 

co © 

CM © 

UJC 

os © 

3 *' t 5 * C 

|1 k0 -M © 


R2 

© 

= " 35 

5 ?« 8 © 

82 

© — 

»C *— 

-r C: 

S3 

R& 

8x 

5 3 

S3 SR 

kCt« © 11 

NX «K 

SV3 

R8 

8^ S3 


*i 

JC -i 

">1 CM 

CM © 

’’N © 

»= 

CM © 

© © CM © 

Xk.i o.= 


5 5 * 

§52 

25 cm © Jr 

E = 

R ?i 

oS x 

© © 

1- -> 

*3f 

RR 

*98 

J ’ 

: Sx 

83 

88 

S © 55 c? 


?! " 1 " 


~ ” 

CM © 

CM © 

Tf © 

CM © 

, ■ , , 



§3 

RS 

3R £S 

8© 

8 © 


X 3 

S3 

©R 

8 so 

88 88 

RS S3 

k© SO 
©1 so 

S3 

S3 88 

/j « *o © 


2 


CM © 

<M © 

■° — 

Cl© 

—I >o —.IO 

O' *f 

kO © CM © 

CM © 

3© 

© CM X |i 



if § if gis&ss 
i * &S * *£ * &s * 
•sltoias!s^1_. 

s8o28'ai»i3;a*«ss 

‘55 53 g g 

£ & H H 


5 S - c _ 

2© ix: «©: 


2S 


sz is 

1-2 £ i Sg 42 a 

r_. at 

© 

1 o> * « & 

; * : # : st 

I“3J 
‘ if 

»s 

: if 

I 55 

; if 

I 55 S 'S 
: if 3 is 

£ 55 § 55 I ‘53 ■ Z 

s is s as ; # 5 

“S3 

is ■'5 :s 

; jC ; © • ^ 

^3 

0 

;^c 

1 'C 

:£ 

! >* 

1 >1 

»*C 

;S 

>k ; >» 

i| if 

| J2 iJ5 

•th, I X 

;I ii 1 1 
; >» ; >• 

5 : 

© 

:S-j H : a 

: £ f 1 1 : i 

|| 

: a 
: | 

111 

'a : a.. 
;S^ !a- 

; a • ; a p ' a ’a 
; S cm , S 0 ; S ^ ' E 

! A3 .. a> X . gj — . Oj 

5 1 

55 

i-Sc 

I’O 

i« 

' x JjJ 
."O « 

: , 3 i a*® S.'0'SS.’S’S £ I'ocj :-c 

•n \ 

"3 

lag . a 1 c 

< 3 5 .3 • 3 

. c 
• 3 

! 5 
• 3 

: 2 ^ 

;§e||5 

© C » cCj* »Cq »h 

flS w S3S ;3c9 >5 

O ! 
3 

ji|j£ J&f. 

j& 

Jh 

5 :g~ 


5 5k.® 5 ’cJ ; ® 0 Ip,. 



a© 



o'S-go o^ti'a I s O 5^^'5 Bofl EtaSo'c^tc * o«;£ _ 

'55 ‘53 ’53 g « fc. S C « g © 

£jfc£fc«s£<j5ui?s-55 


!§§S§|§§ 

; atolls. 

2©g.3og.2 

8 

*-> W ■< _6£ ■< 





















Item I Group 1 (dairy managementi Group 2 (beef management) 



























A up 15, 1937 


Udder Characteristics of Cows 263 


s?je sa; ss 2$ Eg £3 Hr ss 

*- CC SC Cl *-* CC —' 1-" —< l-» IM Cl Cl K 

Ut -H «M ~H <M Cl CC « 


nS SS 88 S3 SK »S 53 88 

3« »« = - «- <?,- gw £« 



Ce 85 8 & 83 85 S» 85 

-«= oo 2 - 2- gj- s « 































264 


Vol. 55, no 4 


Journal of Agricultural Research 


Table 9. —Comparative anatomy of the Hereford *, Holstein*, and Aberdeen Angus 


Actual umt.s 


Units per 100 pounds of empty 
body weight 


Item 


Live weight. - 

Empty body weight . . . . . _ 

Weight of blood.. . 

Weight of thyroid ... 

Weight of brain - 

Weight of pituitary body.. 

Weight of udder (empty). 

Weight of hide. 

Weight of genital organs. 

Weight of ovaries. 

Weight of liver..... 

Weight of spleen. 

Weight of pancreas. - - 

Length of small intestine-- 

Length of large intestine..- - 

Total length of intestines-- 

Weight of small intestine.. 

Weight of large intestine..-- . 

Total weight of intestines. - 

Weight of paunch..... 

Weight of reticulum. 

Weight of omasum... 

Weight of abomasum_ ... 

Total weight of stomachs. 

Total weight of abdominal fat. 

Weight of pluck. 

Weight of right lung. . .. ... 

Weight of left lung.. 

Total weight of lungs . _ 

Weight of heart, auricles attached. 

Circumference of heart (base)_ 

Circumference of heart (aj>ex 1) ... 

Circumference of heart (apex 2). 

Weight of heart, auricles removed_ 

Total weight of thoracic fat_ . 

Weight of kidneys. 

Weight of adrenals. 

Weight of dressed carcass.. 

Depth of thoracic cavity 

At first thoracic vertebra. 

At second thoracic vertebra. 

At third thoracic vertebra. 

At fourth thoracic vertebra... 

At fifth thoracic vertebra. .. . 

At sixth thoracic vertebra 
At seventh thoracic vertebra 
At eighth thoracic vertebra.. 

At ninth thoracic vertebra. 

At tenth thoracic vertebra . 

At eleventh thoracic vertebra_ 

At twelfth thoracic vertebra . 

At thirteenth thoracic vertebra... 
Maximum length of thoracic cavity. . 
Width of thoracic cavity 

At first rib.. . _ .. 

At second rib... 

At third rib.. ... 

At fourth rib. 

At fifth rib..... 

At sixth rib. 

At seventh rib. 

At eighth rib __ 

At ninth rib.... 

Diameter of trachea outside fifth ring.. 
Diameter of trachea inside fifth ring.... 

Area of trachea inside fifth ring. 

Diameter of trachea outside fourth ring 
Diameter of trachea inside fourth ring.. 
Area of trachea inside fourth ring. 


1 

Relation 
! ofHol- 

) steins to 
1 Hereford 

Relation 

1 Relation 

Relation 
of 11 ol- 
steins to 
Hereford.' 

Relation 

Relation 

of A her- of Abei- 
deen deen 

Angus to Angus to 
; IlerefordsiHolsteins 

i i 

of Aber¬ 
deen 
Angus to 
Ilciefordf 

of Aber¬ 
deen 
Angus to 
Holsteins 

1 

' Percent 

Ptrcenf 

i 

j Percent 

Percent 

Percent 

Percent 

. , +68 58 

+93 77 

, +14 94 

-5 62 

-11.35 

-6 07 

+77 69 

+ 117 44 

, +22 37 



_ 

. J 4 W 28 


1 

+17 74 


_ 

+160 50 

+277 30 

i +44 84 

+36 93 

+61 41 

+ 17. 88 

- +.14 57 



-26.92 


... 

. | +69 86 
! +160. 16 



—6 06 



+336 08 

+67 62 

+50 69 

+ 106 94 

+37 33 

, +26 20 

+29 19 

+2 37 

-31 38 

- 42 67 

-16. 44 

: -so io 

- 90 35 

-11 41 

-92 49 

-94.64 

-28 57 

+112 16 

+ 184 53 

+31 11 

+ 18 54 

+30 90 

+ 10 43 

-! +82 00 

+75 18 

-4 22 

+1 59 

-20 63 

-21 87 

i +50.74 

+49 70 

- 69 

-15 78 

-3J.26 

-18 38 

, +162 39 

+78. 15 

; -31 99 

+45 19 

-19 22 

-44 37 

+39 54 

+23. 93 

-11 19 

-23 70 

-44 54 

-27 31 

4 18.37 

+38 21 

— 6 85 

-18 18 

-37 69 

-23 85 

.1 441 39 

+26 93 

-10 23 

-22 55 

-43 1! 

-26 55 

411 12 

-15. 86 

-24 35 

-39. 49 

-62 42 

—37 89 

J -9 20 

-21 64 

-13 70 

-49 66 

-64 63 

-29 73 

-! +1 21 

-18 69 

-19 68 

-44 59 

-63 61 

-34 32 

. +70 50 

j +22 84 

-27 95 

-5 49 

-44 51 

-41 28 

+56 00 

+42 50 

-8 65 

-H 33 

—36 67 

-26 92 

J +55 59 

+ 19 89 

-22 94 

-14 55 

-45 45 

-36 17 

| +3 28 

+ 19 95 

+ 16 H 

-45 16 

-48 39 

-5 88 

! +54 51 

+ 23 04 

-20 37 

-15 36 

-44 79 

— 31 77 

j +410 43 

+599 14 

+37 03 

+207 51 

+241 04 

+ 10.90 

.1 +121 03 

+ 100 39 

-6 62 

+ 22 28 

-6 74 

-23. 73 

.J +79 58 

+10. 92 

-38 24 

-.00 

-51 16 

-51.16 

J 4 72 81 

+24. 42 

-28 00 

- 6. 06 

-45 45 

-41 91 

+ 76 65 

+16. 77 

-33 90 

-2 63 

-47 37 

- 45 95 

. , +103 57 

+70.63 

-16 18 

+ 13 16 

-23 68 

-32 56 

. | +27 78 

+26 05 

-1 35 

-29 32 

-43 16 

-19. 58 

. i 427.95 

+ 17. 46 

-8 20 

! -29 17 , 

-47 02 

-24 89 

+29 85 

4-16 60 

-10. 20 

-28.55 

-47 54 . 

-26. 57 

' +103 06 

+70 31 

-16 13 

4 14. 71 ! 

-23 53 

-33 33 

., +288 89 

+322 71 

4 8. 70 

+ 134 48 1 

+ 103 45 I 

-13 21 

. +79 22 

+ 160 00 

+45 08 

-1 73 1 

+ 16 70 | 

+ 18 75 

. i +63 87 

+211 48 

+90 08 

-12 59 ! 

-f 36 01 | 

+55. 60 

- +84 48 

. 


+3. 32 ' 


-- . . 

.' +25. 59 


. 

-31 28 1 



.| +13.58 



-‘18 55 i 



+21.09 

. 

..1 

—31 13 



. j +22. 75 



-33 47 j 



+ 19 99 


j 

-35 00 ! 



1 +19 78 | 

__ . - 


-35 44 |. 



i +19 19 


- 

-35 65 

i 


+ 19 68 
. +19 96 

1 +17 29 
. J +16 35 

. . -| 

:t| 

-35 44 1 
-35 49 
-37 23 

-- 

— 



-37 86 



.. +22 91 



-35 06 



.! -9 60 



-54 24 



. j +19 78 

— 

"l 

! 

-34 87 

i 


' +20 10 


.1 

-34 88 

1 


! +17.48 



-36 59 



J +18 49 


' ' _! 

-36.11 

1 


' +20 10 
+22 07 

1 

-35 25 
-33 92 






J +24 81 
! +24 88 

i 

-32 42 
-31 91 







' +25.04 

1 


-31 65 


. 

.! +25 63 



-31 04 



j +13.52 



-48 10 



t +19 58 . 



—45.16 



| +25 74 . 

i 


-42 69 



. +20 00 



-43. 06 



+24 69 



-40 35 



J +41.76 

i 



-34 39 - 



I 

i 
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PERCENTAGE DIFFERENCE IN ACTUAL UNITS OF WEIGHT OR MEASUREMENT 

The percentages in table 9 indicate that on the basis of actual units, 
the Holsteins exceeded the Herefords by more than 100 percent in 
nine items, the greatest differences being, in order of magnitude, 
woigbts of total abdominal fat, total thoracic fat, pancreas, thyroid, 
udder, pluck, 4 ovaries, and the two weights of the heart. The only 
items differing by less than 10 percent are weights of total intestine, 
abomasum, and large intestine, and one of the depths of the thoracic 
cavity. 

The Aberdeen Angus exceeded the Herefords by more than 100 
percent for nine items. Three of these (the weights of total abdominal 
fat, total thoracic fat, and the udder) were above 300 percent. In 
this connection an extremely fatty condition of the udder is notod, 
indicating that the greatest differences are in the parts made up 
chiefly of body fat. Two others (the weights of thyroid and of 
adrenals) were above 200 percent, suggesting a marked difference in 
some of the endocrine glands. The other four in the order of magni¬ 
tude are weights of ovarios, kidneys, empty body, and pluck. Deposi¬ 
tion of fat could have been at least partly responsible for the high 
percentage of each of these nine items, except for the weight of ovaries. 
None of the items in this comparison had a percentage below 10 per¬ 
cent. Of the five smallest percentages, which ranged from 10.92 for 
weight of right lung to 17.40 for circumference of heart, four were for 
weights or measurements of organs of circulation and respiration 

When the Aberdeen Angus is compared with the Holsteins the 
differences are much less marked. In no case is the difference as 
much as 100 percent. The four highest percentages, all of which 
show' excesses for the Aberdeen Angus, range from 90.08 to 44.84 and 
include in the order of their magnitude the weights of adrenals, udder, 
kidneys, and thyroid. On the other hand nine items differ by less 
than 10 percent and only two of them are greater for the Aberdeen 
Angus than for the Holsteins. 

In comparing the Aberdeen Angus cow with cows of the other 
breeds especially the Herefords—tho extreme differences in condi¬ 
tion of flesh should be kept in mind. Undoubtedly these differences 
in flesh are responsible for some of the differences found in both the 
ante-mortem and post-mortem data. 

PERCENTAGE DIFFERENCES IN UNITS OF WEIGHT OR MEASUREMENT PER 100 
POUNDS OF EMPTY BODY WEIGHT 

When the comparison of breeds w'as made on the basis of units per 
100 pounds of empty body weight, the Holsteins differed from the 
Herefords by as much as 100 percent only for weight of abdominal 
and thoracic fats. Both were greater for the Holsteins than for the 
Herefords. For nine items the difference w r as less than 10 percent. 
Of these, six were greater for the Herefords. Values that were low*er 
for Holsteins than for Herefords on the basis of actual units became 
even low~er on this basis, and those that were positive on the actual 
unit basis showed either lower positive or negative values w lion com¬ 
pared on the basis of empty body weight. The effect of degree of 
fleshing on the empty body w r eigkt may have been to some extent 
responsible for these differences between the two bases of comparison. 

« In this .study the word “pluck” refers to the unseparated contents of the thoracic cavity as removed in 
slaughtering 
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A comparison of the Aberdeen Angus with the TIerefords shows only 
throe items (weight of abdominal and thoracic fats and the udder) 
differing by more than 100 percent, all of which are lower for the- 
Herefords than for the Aberdeen Angus. Only one item (the weight 
of pluck) differs by less than ] 0 percent. As in comparing tho Hol- 
steins with the Herefords, all items that w ere positivo on the basis of 
actual units became either lower positive or negative, and those that 
w r oro negative became negative to an even greater degree. Deposition 
of fat, or fleshing, seems to have been chiefly responsible for the 
differences shown by the two methods of comparison. 

A comparison of the Aberdeen Angus w ith the Holsteins shows that 
no item of measurement differs by as much as 60 percent, only two 
differ by more than 50 percent, and only two differ by less than 10 
percent. Tho relation between the values based on actual units and 
those based on units per 100 pounds of empty body weight in this 
breed comparison is similar to that shown in the other breed com¬ 
parisons and the same factors are probably responsible. 

PERCENTAGE DIFFERENCES IN GROUPS OF ITEMS COMBINED ON THE BASIS OF 

ANATOMY AND FUNCTION 

To obtain an idea of the extent to wdiicli differences in anatomy are 
associated with tho functions of the organs and body parts, the items 
in table 9 were divided into seven groups as follows: (1) The body- 
size group (skoletal and muscular), which includes the live weight, 
empty body weight, weight of hide and dressed carcass, and the 
carcass measurements; (2) the nervous-system group, which includes 
the weight of brain; (3) the circulation and respiration group, which 
includes weight of blood, pluck, lungs, and heart, and the measure¬ 
ments of the heart and trachea; (4) the digestion group, wdiicli includes 
the weight of liver, pancreas, intestines and stomachs, and the intes¬ 
tine measurements; (5) the urogenital group, which includes the 
weight of udder, genital organs, ovaries, and kidneys; (6) the endo¬ 
crine gland group, which includes the weight of the thyroid, pituitary 
body, spleen, and adrenals; and (7) the visceral fats group, which 
includes the abdominal and thoracic fats. 

The average of the differences expressed in percentage for the items 
in each group and for each breed comparison, was determined first 
with the plus and minus signs disregarded, and second with tho plus 
and minus signs considered. The averages are given in table 10. 

The organs and parts of the Holsteins and the Aberdeen Angus w ere 
actually of greater magnitude than those of the Herefords for all 
groups, whereas those of the Aberdeen Angus were smaller than those 
of the Holsteins in the circulation and respiration and the digestion 
groups. However, on the basis of units per 100 pounds of empty 
body w r eight, which measures the proportion of the different organs 
and parts to the total animal structure, the values w'ere greater for the 
Herefords than for the Holsteins in all except the endocrine gland and 
visceral fats groups; greater for the Herefords than for the Aberdeen 
Angus in all except the urogenital, the endocrine gland, and the visceral 
fats groups; and greater for the Aberdeen Angus than for the Holsteins 
only in the urogenital and endocrine gland groups. The effect of 
greater fleshing is clearly shown by these results, for as the total 
animal structure becomes greater as a result of heavier fleshing, the 
organs and parts become proportionately smaller. The only group 
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of items which consistently overcame this factor and became greater 
for Holsteins than for Herefords, and greater for Aberdeen Angus than 
for either Herefords or Holsteins was the one which included the 
endocrine glands. 

UDDER CHARACTERISTICS AS JUDGED BY ANTE-MORTEM 

EXAMINATION 

Ante-mortem examinations of the udders of the cows used in this 
study were made in accordance with the general plan adopted by the 
Bureau of Dairy Industry for studying the udders of the animals in 
the breeding herd at Beltsville, Md. As explained in a previous 
publication ( 10 ), evaluation of the different items that cannot be 
definitely measured is accomplished by assigning grades ranging from 
1 to 9.. In each case a grade of 9 indicates the maximum of the charac¬ 
teristic under consideration but does not necessarily signify excellence. 
In some cases a grade is followed by a plus or a minus sign indicating 
that the item rates slightly above or below the grade given. 

The terms used to describe the udder characteristics compared in 
this study are defined as follows: 

Looseness of udder—the extent to which its covering can be stretched. 

Compressibility of udder—the degree to which the udder as a whole responds to 
pressure. 

Abundance of swelling—abundance of congestion resulting from injury, infec¬ 
tion, or incidental to parturition. 

Abundance of “make-up”—abundance of the substance often present in the 
udder before parturition and remaining in varying degrees and for varying periods 
thereafter. 

Abundance of gland tissue--quantity of gland tissue in the udder, considering 
breed and size of animal, stage of lactation, and other factors. 

Length of halves—the distance between the anterior and posterior attachments 
of the gland tissue. 

Width of halves—the width of each half above the teats. 

Depth of halves—the distance from the abdominal wall to the lowest extremity 
of the gland tissue. 

Nearness to surface—freedom both of deposits of fat around the gland tissue, 
and of congestion incidental to parturition. 

Distinctness of outline—ease with which the outlines and boundaries of the 
gland tissue can be determined. 

Compressibility of gland tissue—the degree to which it responds to pressure. 

Mellowness of gland tissue - the degree to which it responds to kneading. 

Abundance of fiber- - the extent to which the gland tissue is corrugated on the 
surface, or composed of ropelike strands of tissue. 

Coarseness of fiber —the size of the corrugations or strands. 

Harshness of fiber— the resistance or harshness of the corrugations or strands. 

Stringiness of fiber—the looseness with which the ropelike strands of fiber are 
held together. In a stringy udder the tissue is compressible and sometimes mel¬ 
low; in one which is fibrous but not stringy the tissue usually is firm, full, and 
appears corrugated on the surface. 

Openness of cisterns—the size of the openings between the teat canals and 
the cisterns. 

Free space—the distance above the base of the teat which can readily be 
compressed without marked resistance. 

Udder veins—the abundance of veining on the surface of the udder. 

Abdominal veins—the abundance of veining on the surface of the abdomen 
(milk veinsj. 

Milk wells—the size of the openings in the abdominal wall through which the 
“abdominal” veins pass. 

^ The data representing: the different udder characteristics are 
given in table 11. 
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Table 11. — Udder characteristics (ante-mortem) of the animals used in the 

experiment 




Herefords 


Aber¬ 

deen 

An¬ 

gus 

' 

Item 

i Basis of 1 
evaluation | 

Group 1 (dairy manage¬ 
ment) j 

Groui* 2 (beef 
management) 

Holsteins 




1 

H -2 

| H-5 

Il-ti TI- 1 G i H-l 

i 

H-4 

H--17 i 

J1 14 ' 290 

! No 
. 827 

| 

A-300 

Looseness of udder_ 

Grade . 

' 5 


G 

4 

4 

4 

5 i 9 

! « 

8 

Yieldahility of udder. 

-..do.... 

, 7 

1 7 

7 

7 

| 7 


G i H 


7 

Abundance of swelling..,. 

...do ... 

1 — 


1 

1 

i 1- 

1 

1 ; 

! i- 


Abundance of “make-up". 

...do.... 

1 

: i 

1 

1- 

1 

1- 

4 I 1 

: i - 


Abundance of gland tissue. 

.. do_ 

l + i 2 

1 

2 

2 

1- 

3 : 3 

1 2- 

5 

length of halves. 

Inches.. 

if* 00 

14 50 

5.50 

8 IK) 

5 00 

4.00 

9 00 ; . 

1. 

... . 

Width of halves 


| 

i 

i 





: 

! 


Above front teat. 

„ do. 

1 00 

! 1 00 

1 00 

1. 25 

1. 25 

1 00 

2 00 i 

! 


Above rear teat. 

...do.... . 

<1 25 

:i oo 

1 00 

1.25 

1.25 

1.00 

2 00 , . 

j . ... 


Average. 

.do. 

. 1 13 

1 00 

i no 

125 _ 

■ * 

l. 00 

2 00 



Deplh of halves _ . 

Grade_ 

1 •) 

' 4 

2 

4 

2 

1 

3 !_ 



Nearness to surface ... . 

do.... 

' r } 

7 

G 

5 


4 

4 1 ft 

K 

4 

Distinctness of outline . 

do ... 

1 ^ 

7 

5 

5 


3 

4 , 7 

S 

5 

Compressibility of gland 

. do .... 

, r > 

, « 

4 

G 

1 5 

5 

4 . 8 

, 8 

4 

t issue 








i 



Mellow ness of gland tissue 

.do__ 

5 

! ft 

4 

G 

f, 

5 

4 : 8 

1 7 

4 

Abundance of fiber 

do .. 

G 

ft 

5 


7 

5 

5 ft 

G 

4 

Coarseness of fiber.. 

do. . 

5 

ft 

5 

*} 

G 

5 

5 4 

1 

G 

Harshness of liber. . 

do. .. 

G 

0 

5 

4 

G 

fi 

5 5 

A 


Sirmginess of fiber_ 

do ... 

4 

i 

t 

4 

4 

5 

4 4 

! A 

5 

(>I>enness of cisterns 











Iveft front quarter ... 

•Jo. . - 

1 

1 

1 

1 


i ! 

2 

1 3 : 


Kight front quarter... 

do 

1 

1 

1 

1 

,*» 

i 

1 2 ] 

3 


Left rear quarter .. 

do_ 

3 

1 

1 

2 

1 

i 

G i. 

5 ; 


Bight rear quarter ... 1 

. do. . 

- 

J 


2 

2 

i | 

7 

5- 


Average_ . 

. do... 

1 75 

1 IK) 1 2*» 

1 30 

3 25 

1 00 ! 

4.25 

| 4 00 


* ree space 











Left front quarter .... 

Inches. 

. ,3 25 

3 50 

3 50 

4 25 

3 75 

3 25 : 

3 50 \4 50 

A 75 

3 25 

Bight, front quarter. . 

. .do_ 

,3 50 

3. 50 

3 r »0 

4 25 

3 75 

3.25 ’ 

3 50 4 50 

A 75 i 

3 (K) 

Left rear quarter. 

— .do.. . 

3 25 

3 50 

3 25 4 50 

3 75 • 

3 25 ' 

3 50 14 25 

'4 75 i 

5 00 

Bight rear quarter. . . 

-do .. 

3 00 

3 50 

3 25 

4. 25 

1 25 , 

3 25 j 

3 50 4 50 

|4 75 i 

5 (K) 

Average. 

do. 

3 25 

3 50 

3 38 ;4 31 

3 NS 

3 25 ;3 50 4 44 

i’4 75 l 

4 0G 

t’dder veins 









' ' l 


Bight.. 

Grade_ 

.* 1 

i ; 

I ’ 

2 

1 

2 

2 5 

3 

1- 

Left. 

. .do. 

1 

i ! 

1 

2 

1 

2 

2 4 

2 

!~ 

Abdominal veins 











Bight.. . 

. do. 

J 1 

2 ! 

2 

3 

3 

3 i 

4 1. 

5 

1~ 

Ijeft . . .. 1 

. do. 

.; 3 

> 

i 

2 

A 

3 , 

1 7 

7_ 

1- 

Milk wells* 











Bight. i 

.. do . . 

i 

2 

i 

2 

2 

1 

2 7 

i 3- 

1 

Left. 

. do . 

2 

3 1 

i- 

2 

1 

1 

2 7 

3 

G 


Tlie estimates on the various udder characteristics, as given in 
table 11, were made on all the animals while they were dry and shortly 
before they were slaughtered. The length of time the individual 
animals had been dry varied greatly. 

In the estimates of those udder characteristics that are associated 
with “quality of udder” (i. e., looseness of udder, yieldabilitv of udder, 
compressibility of gland tissue, mellowness of gland tissue, stringiness 
of fiber, and free space), there was no great difference between the two 
groups of Herefords. The two Holstein cows averaged considerably 
higher than the Herefords for most of these items, although for some 
items individual Herefords were graded as high as the Holsteins, The 
Aberdeen Angus cow was close to the average of the Herefords for 
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most of these items. For looseness of udder and stringiness of fiber, 
however, she was given a higher rating than the Holsteins. 

In those characteristics that might be termed antagonistic to quality 
of udder (such as abundance, coarseness, and harshness of fiber) 
there was no great difference on the average between the grades for 
the two groups of Herefords, the Holsteins, and the Aberdeen Angus. 

The greatest and most consistent differences between the Holsteins 
and the Herefords and the Aberdeen Angus were in the abdominal 
veins, milk wells, and udder veins, for which the Holsteins were 
definitely superior. This may bo to some extent indicative of the 
greater blood flow from the udder. 

Although the grades for quality of udder are shown to be greater 
for the Holsteins than for the Herefords or the Aberdeen Angus, the 
differences do not approach the great difference in producing capacity 
that actually existed between the Holsteins and the Herefords, and 
that presumably also existed between the Holsteins and the Aberdeen 
Angus. 

POST-MORTEM STUDIES OF THE UDDER 

SIZE AND CAPACITY 

The method of studying the udder after its amputation was de¬ 
scribed in considerable detail in a previous publication (10). vSize of 
udder refers to its empty weight. Capacity of udder is the quantity 
of formalin held by the secretory system of the udder expressed in 
‘ terms of equivalent weight of milk. The relation of capacity to weight 
of udder, expressed as a percentage, is obtained by dividing the 
capacity by the empty weight and multiplying the result by 100. 
It is a measure of the fluid-holding capacity of the secretory system 
per unit of udder weight. Data for si/e, capacity, and relation of 
capacity to weight, for the Herefords, the Holsteins, and the Aberdeen 
Angus are given in table 12. 

In empty weight of udder the two groups of Herefords differed but 
slightly, group 2 being only 2.30 percent greater than group 1; the 
Holsteins averaged 100.16 percent greater than the Herefords; the 
Aberdeen Angus was 336.08 percent greater than the Herefords ami 
67.62 percent greater than the Holsteins. 

In capacity of udder the Herefords in group 2 averaged 53.32 percent 
greater than those in group 1; the Holsteins a veraged 520.33 percent 
greater than all the Herefords; and 359.78 percent greater than the 
Aberdeen Angus; the Aberdeen Angus averaged 34.92 percent greater 
than the Herefords. 

For the values representing the relation of capacity to weight of 
udder, the Herefords in group 2 averaged 74.86 percent higher than 
those in group 1; the Holsteins average 130.12 percent higher than the 
Herefords; the Aberdeen Angus was 69.96 percent lower than the 
Herefords, and 86.95 percent lower than the Holsteins. 

It has been found (4, Kept. 1932, p. 7) that the capacity of lactating 
udders is considerably greater than that of nonlactating udders. All 
the cows in this study were nonlactating, but the period of time since 
being dried off varied to some extent. It is not at all unlikely that the 
prolonged inactivity of the Aberdeen Angus may have resulted in a 
greater deposition of fat around the gland, which would reduce the 
value for relation of capacity to weight of udder even though the 
capacity itself might not have been greatly affected. It might appear 
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PLATE 1 



Vertical transverse sections through rear quarter of each of the 10 udders studied, reduced to same scale to show comparative size. In some a large proportion of the area 

consists of body fat rather than glandular tissue. 
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PLATE 2 



Vertical transverse section through a rear quarter of the udder of IT-2. 
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Plate 3 



Photomicrographs of tissue from the udder of H-2. 
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Plate 4 



Vertical transverse section through a rear quarter of the udder of H-A. 
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Plate 5 



Photomicrographs of tissue from the udder of H-5. 
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PLATE 6 



Vertical transverse section through a rear quarter of the udder of H-6. 
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Plate 7 



Photomicrograph of tissue from the udder of H-fi. 





Vertical transverse section of a rear quarter of the udder of H-lft. 
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Plate 



Photomicrographs of tissue from the udder of 
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Plate 10 



Vertical transverse section through a rear quarter of the udder of H-l. 
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Plate 11 



Photomicrographs of tissue from the udder of II-l* ,4, Functioning tissue from the upper portion of the 
front quarter; Ji, nonfunction inn tissue from the lower portion of the rear quarter. 
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Plate 12 



Vertical transverse section through a rear quarter of the udder of H-4 
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Plate 13 



Photomicrograph of tissue from the udder of 11-4. 
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PLATE 14 



Vertical transverse section through a rear quarter of the udder of H-17. 
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Plate 15 



Photomicrograph of tissue from the udder of H-17. 
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Plate 16 



Vertical transverse section through a rear quarter ot the udder of Holstein cow no. 299. 
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PLATE 17 



Photomicrograph of tissue from the udder of Holstein cow no. 296 . 
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Plate 18 



Vertical transverse section through a rear quarter of the udder of Holstein cow no. 827 . 
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PLATE 19 



Photomicrograph of tissuelfrom the udder of Holstein cow no. 827. 
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PLATE 20 



Vertical transverse section through a rear quarter of the udder of Aberdeen Angus cow A-300. 
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Photomicrograph of tissue from the udder of Aberdeen Angus oow A-300. 
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at first that the comparatively high value for relation of capacity to 
weight oh udder in the case of H -l was to some extent the result of 
having nursed a calf until a short time before she was slaughtered. 
Howevor, among the other Ilerefords the duration of the dry period 
did not differ greatly, and was nearly the same for H--5, H-16, and 
H-l, yet the capacity and relation of capacity to weight of udder for 
these three animals differed greatly. The dry periods of the Holsteins 
also varied from 22 days to more than 7 months, but their ratios of 
capacity to weight of udder were similar. Apparently variations in 
the duration of gland inactivity are at least only partly responsible for 
the differences in udder capacity or for the relation of capacity to 
weight of udder shown in this study, unless it be in the case of the 
Aberdeen Angus. 

The fluid-holding capacity of the udder per unit of weight is con¬ 
sistently low" for the beef cows studied, indicating that these udders 
contain a low quantity of secreting tissue in proportion to fat or 
connective tissue. 

The number of animals is not sufficiently large to warrant the cal¬ 
culation of correlation coefficients but there appears to be a high posi¬ 
tive relationship between empty weight, capacity, and ratio of capacity 
to weight of udder and milk production, except where the differences 
in production are so small as to be of no importance. In other words, 
there is a high positive correlation if the Holsteins, the highest pro¬ 
ducing Hereford, and the three lowest producing Ilerefords are con¬ 
sidered as separate groups, but little if any correlation among the 
three lowest producing individual Herefords. 

In view of the fact that the Holsteins produced 2,461 percent more 
milk and 1,681 percent more butterfat than the Herefords in group 1, 
the 163 percent greater empty weight of the Holstein udders, the 661 
percent greater capacity of tiieir udders, and the 204 percent greater 
capacity to weight ratio of their udders seem relatively small differ¬ 
ences. These differences in udder size and capacity, however, w ere 
much more significant of the difference in producing capacity between 
the breeds than any of the udder characteristics studied on the live 
animals. This is in accordance with the results obtained in the study 
(10) of quality, size, capacity, gross anatomy, and histology of cow 
udders in relation to milk production in 11 registered and grade cows of 
dairy breeds, which showed that the only significant correlations 
between udder characteristics and producing capacity were for size and 
capacity of udder. 

GROSS ANATOMY 

The method of preparing and sectioning udders in making a com¬ 
parative study of their gross anatomy was described in a previous 
publication (4, Kept . 1929 , p. 8). In each case the right half of the 
udder was used in measuring capacity, and subsequently frozen, 
sectioned, and photographed. The left half was used for histological 
studies. The comparative size of the 10 udders used in this study is 
illustrated in plate 1, which shows a vertical transverse section through 
a rear quarter of each udder, all reduced to the same scale. Plates 
2,4, 6,8,10,12,14,16,18, and 20 show in greater detail the appearance 
of the gross anatomy of a vertical transverse section through a rear 
quarter, for the seven Herefords, the two Holsteins, and the Aberdeen 
Angus. A brief description of the gross anatomy is given under a 
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general discussion of the performance and udder characteristics of 
each cow* 

HISTOLOGY« 

The comparative histology of the tissues from the udders of the 
cows was studied according to the method described in a previous 
publication (10). The results obtained are reported as a part of the 
general discussion of the performance and udder characteristics of the 
individual cows. The histological appearance of the tissue from 
each udder is shown in plates 3, 5, 7, 9, 11, 13, 15, 17, 19, and 21. 

UDDER CHARACTERISTICS AND PERFORMANCE OF EACH COW 

HEREFORD COW H-2 

Hereford cow H-2 was kept in the dairy herd and milked twice 
daily through one lactation period. Her total production for the 
entire lactation period of 153 days was only 126.00 pounds of milk 
and 6.52 pounds of butterfat. She had been dry for 3 months 12 
days and pregnant for 157 days when slaughtered. The fetus weighed 
3,561 grams (7.85 pounds). Ante-mortem examination showed 
that her udder, though extremely retarded in development and lacking 
in gland tissue, was of fair quality, and was more than medium in 
abundance of fiber; the openings from the teat canal to the cisterns 
were on the average very small and the free space was comparatively 
low. The udder was relatively low in weight, next to the lowest in 
capacity, and next to the lowest in relation of capacity to weight of 
udder. 

Gross anatomy (pi. 2).--The gland tissue was very scanty, and 
limited to only a small proportion of the area of the sections. The 
sections through or close to the teats appeared to contain about one- 
third gland tissue; those near the front and rear of the udder contained 
little or none. The greater part of every section consisted of what 
appeared to be fat. The gland tissue was comparatively open in 
structure with a small but well circumscribed cistern. The openings 
to the cisterns were comparatively small. The ducts were w r ell 
distributed and of medium size. Very little visible connective tissue 
w^as observed. The gland tissue w r as of medium firmness and the fat 
was very firm. 

Histolofjy .—Because of the extremely fatty condition of this udder, 
sections for histological study could be obtained only from areas in 
the lower portions of the front and rear quarters. This gland was 
found to be in the complete resting state with the exception of a few 
lobules here and there which showed some activity. This udder 
showed a rather heavy fibrous framewnrk, and interlobular fat de¬ 
posits were noted in the different areas examined. The areas illus¬ 
trated in plate 3 w r ere taken from a point near the base of the left rear 
quarter. 

General .—There is no record of this cow r having had any udder 
disturbance requiring treatment. The ante-mortem observations 
relative to abundance of fiber or connective tissue are supported by 
the histological findings, though the connective tissue is not readily 
visible in the gross sections. Liberal production could not be ex¬ 
pected from an udder having the limited quantity of gland tissue 
indicated by the section illustrated. 

* The histological studies were made by G. T. Creech, Pathological Division, Bureau of Animal Industry, 
U. H Department of Agriculture. 
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HEREFORD COW H-5 

Hereford cow H-5 was kept in the dairy herd and milked twice 
daily through a lactation period which continued for 202 days and 
yielded a total of 255.4 pounds of milk and 0.86 pounds of butterfat. 
She had been dry for 1 month 9 days and pregnant for 73 days when 
slaughtered. The fetus weighed 46 grams. Her udder was above the 
average in quality, yet extremely retarded in development and 
deficient in quantity of gland tissue. Ante-mortem examination 
indicated more than an average quantity of fiber, extremely small 
openings to the cisterns, and comparatively low free space. This 
udder was third from the lowest in empty weight and in capacity, and 
fourth from the lowest in relation of capacity to weight. 

Gross anatomy (pi. 4).— Though the udder was very small, it con¬ 
sisted almost entirely of gland tissue with only small areas of fat in 
any of the sections except those at the extreme rear. In the rear 
quarter, especially in the lower half, the tissue was distinctly porous, 
and the cistern was of good size and somewhat divided. In the front 
quarter the cistern was not distinctly circumscribed but consisted of a 
honeycomb mass of ducts covering a relatively large part of the area 
above the teat. The opening between the teat and the cistern was of 
good size in the rear quarter and even larger in the front quarter. The 
amount of visible connective tissue was not great and it was compara¬ 
tively finely divided. Both the gland tissue and the fat were firm at 
the time the sections were photographed. 

Histologyr -The histological examination showed this udder to be 
in the resting state. Sections were obtained from only three locations. 
Areas of round cell infiltration were noted in this gland, and in certain 
areas there appeared to be some increase in the interlobular and intra¬ 
lobular connective tissue. Large areas of fat as well as smaller inter¬ 
lobular fat deposits were observed in this udder. The areas illustrated 
in plate 5 were taken from a point in the upper portion of the* left rear 
quarter. 

General. —There is no record of this cow having had any udder 
disturbances requiring treatment. The ante-mortem observations 
indicated a greater quantity of fiber than was observed in the gross 
anatomy sections. Though excessive fat deposition was not indicated 
by ante-mortem examination or by the gross sections the histological 
studies indicated that considerable deposition had taken place. 
Though the proportion of gland tissue to fat was high, the quantity of 
gland tissue was so small that liberal production of milk could hardly 
have been possible. 

HEREFORD COW H-6 

Hereford cow H 6 was kept in the dairy herd and milked twice 
daily through a lactation period which, with much difliculty, was kept 
active for 159 days, and which resulted in a total yield of only 80.6 
pounds of milk and 3.73 pounds of butterfat—an average daily milk 
production of 0.51 pound. This is the poorest production for any 
cow in this group. She had been dry for 3 months 14 days and 
pregnant for 91 days when slaughtered. The fetus weighed 192 grams. 
The udder was one of the lowest in quality in this group. It was 
extremely retarded in development, and very deficient in quantity of 
gland tissue. The fiber was of average abundance, the openings to 
cisterns were very small, and the free space was comparatively low 
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The udder was fourth from the lowest in empty weight and in capacity, 
and fifth from the lowest in relation of capacity to weight. 

Cross anatomy (pi. 6).—The gland tissue in this udder could not 
readily be distinguished from the fat. There was a layer of firm fat 
across the upper surface, but the rest was soft and lacking in outline 
pattern and color differentiation. Incomplete free ing of the udder 
when sectioned may have resulted in a tendency for the saw to tear 
the tissue, leaving the surface rough, but it could not have been en¬ 
tirely responsible for the lack of differentiation in color in the gross 
sections of this udder. Apparently the gland tissue was limited in 
quantity and interspersed with fat. The cisterns in botli front and 
rear quarters were small, round, and tubular, and little more than 
continuations of the teat canal, though the cistern in the rear quarter 
was somewhat divided at its upper extremity. The openings from 
tlie teat canal to the cistern in both front and rear quarters were much 
larger than the ante-mortem grades would indicate. Aside from a 
small area in the immediate vicinity of the cisterns, the tissue was 
dense and almost devoid of visible ducts. An unusally large quantity 
of visible connective tissue was present, although only an average 
quantity was indicated by the ante-mortem examination. 

Histology .—This udder was small and very fat; consequently sec¬ 
tions were obtained only from areas in the lower part of the front and 
rear quarters. This gland was in the resting state and showed little 
deviation from the normal, other than the large amount of fat which 
appeared, not only as interlobular deposits, but as rather large areas 
of fat here and there, in places ordinarily occupied by normal gland 
tissue. The area illustrated in plate 7 was taken from near the center 
of the left front quarter. 

(Icnfral. -Both the gross anatomical and histological studies indi¬ 
cate a marked lack of secretory tissue and an excess of fat, though the 
fatty condition was not noted at the time of ante-mortem examination. 
As shown in table 4, this cow was milked until she was producing an 
average of only 0.17 pound of milk daily. The average production 
for the first 10 days in milk was only 1.34 pounds, and the highest for 
any one day in the lactation period was only 2.4 pounds. Again it 
appears that failure to function was due to extreme deficiency in 
secretory tissue in the udder. 

HEKEFOKL) COW H 1(> 

Hereford cow II 10 was kept in the dairy herd and milked twice 
daily through a lactation period which continued for 329 days and 
yielded 1,707.8 pounds of milk and 90.52 pounds of butterfat. ITer 
production and persistency were far superior to those of any of the 
other Herefords for which production records were obtained. She 
had been dry for 20 days and pregnant for 223 days when slaughtered. 
The fetus weighed 17,404 grams (38.5 pounds). Ante-mortem exami¬ 
nation showed that her udder was near the average for the group in 
quality, the liber was of medium abundance, the openings to the cis¬ 
terns were very small, and the free space was high. Though this 
udder was small and very deficient in gland tissue when compared 
with those of dairy cows, it exceeded in dimensions that of any other 
Hereford in the dairy herd. The empty weight of udder was liigher 
than that of the other Herefords having production records, but ranked 
fiftli from the highest in the entire group of cows compared in this 



276 


Journal of Agricultural Research 


Y T ol. f>6, no. 4 


study. The udder was fourth from the highest in the entire group in 
capacity, and in relation of capacity to weight of udder. 

Gross anatomy (pi. 8).— Though the quantity of gland tissue w^as 
greater than that of any of the other Herefords in the dairy herd, it 
occupied only about one-half to two-thirds of the area of sections 
through the teats and very little or none in sections from other parts 
of the udder. The outline of the gland tissue, however, w r as distinct 
and readily distinguishable from the areas of fat above and around it. 
The cistern in the rear quarter was small, divided, and appeared to be 
a continuation of the teat canal; the one in the front quarter was 
similar except that it w r as more tubular and less divided. The tissue 
was fairly firm and inclined to be dense except in areas close to the 
cisterns. The sections contained comparatively large quantities of 
visible connective tissue which was uniformly distributed, although 
the ante-mortem examination indicated only an average quantity of 
fiber. The areas of fat w r ere of moderate firmness. The openings 
from the teat canals to the cisterns were considerably larger than the 
ante-mortem grades would indicate, and the cisterns w f ere smaller 
than the grades for free space would suggest. 

Histology .—This was a small, fatty udder. Owing to the large 
amount of fat present it w^as possible to section only an area from the 
lower portion of the rear quarter for histological study. The gland 
was found to be in the resting state. There was a limited amount of 
round cell and leucocytic infiltration. The areas sectioned and illus¬ 
trated in plate 9 showed a considerable amount of fat, both inter¬ 
lobular and in areas ordinarily occupied by gland lobules, and w ere 
taken from a point near the base of the left rear quarter. 

General. —This cow' was; somew hat older, larger, and better developed 
than the others already discussed. Although her udder was described 
as small and deficient in gland tissue, its development and its capacity 
for production w'ere superior to those of the other three Herefords 
kept in the dairy herd. 

HEREFORD COW H-l 

Hereford cow H-l was kept in the beef herd and allowed to nurse 
her calf from December 14, 1928, until late in May 1929. She was 
not pregnant when slaughtered. Though the udder was very small 
and very deficient in glandular development it wuis about medium 
in quality. According to ante-mortem observations the fiber w r as 
abundant, and above medium in coarseness and harshness; the open¬ 
ings from teat canal to cisterns w r ere variable, being graded as medium 
in the right front and very small in the right rear quarter; and the free 
space was about average. In empty weight this udder w T as the small¬ 
est m the entire group, in capacity it w r as fifth from the highest, and 
m relation of capacity to w'eiglit of udder it w r as higher than for any 
other cow in any of the breeds compared in this study. 

Gross anatomy (pi. 10).—Though the udder was the smallest in the 
group it was made up almost entirely of gland tissue. There weie 
practically no visible areas of fat in anv of the sections except those 
at the extreme rear of the udder. This is in agreement with the high 
grade for “nearness to surface” (table 11). The udder w T as not com¬ 
pletely frozen when sectioned, but the cuts were fairly clean and the 
surfaces of the sections were smooth. In the front quarter the cistern 
was of medium size, definitely circumscribed, and the opening into it 
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from the teat canal was large. In the rear quarter the cistern was 
very small, somewhat divided, and the opening into it was much small¬ 
er than in the front quarter. The size of openings into cisterns corre¬ 
sponds rather well with the grades assigned on ante-mortem examina¬ 
tion, though the grades for free space do not appear to be related close¬ 
ly to the size of the cisterns. Only a moderate amount of connective 
tissue was visible in the gross sections although the ante-mortem 
examination indicated an abundance of fiber. The tissue was com¬ 
paratively dense, the ducts being limited almost entirely to areas 
close to the cisterns and to the lower half of each section. The tissue 
was described as a trifle soft but more like the secretory tissue of a 
dairy cow than that of any of the other Herefords. 

Histology .—One of the sections, from the lower portion of the rear 
quarter (pi. 11, B ), showed this particular area of the gland to be in a 
complete resting state. Sections from other areas (pi. 11, A) showed 
evidence of considerable glandular activity. Many of the alveoli 
were filled with free cells containing fat droplets, giving the various 
lobules as a whole a peculiar fatty appearance in some sections. In¬ 
terlobular fat deposits were seen in some of the sections. 

General —The gross sections consisted almost entirely of gland 
tissue, although the actual quantity was very small. The shortness 
of the dry period preceding slaughter may have been partly responsible 
for the close resemblance of the tissue in this udder to that of a dairy 
cow. Moreover, this cow was in a poor condition of flesh, which may 
have affected the amount of deposition of fat in the udder. 

HEREFORD COW H 4 

Hereford cow H-4 was kept in the beef herd. She aborted Decem¬ 
ber 20, 1928; and information is not available as to whether she was 
nursed bv the calves of other cows, or the possible effect of such nurs¬ 
ing on the length of the lactation period and the condition of the 
mammary gland. She was pregnant when slaughtered, but the date 
of breeding was not known. The fetus weighed 230 grams. The 
udder appeared on ante-mortem examination to be the smallest in the 
entire group, and its empty weight w as within 0.05 pound of the lowest- 
recorded. The glandular development was extremely deficient, the 
quantity and proportions closely approximating those of a 6-month- 
old Holstein calf. The udder quality was far below' the average for 
the group of udders compared in this study. The fiber was of medium 
abundance and coarseness. The openings from the teat canals to 
cisterns appeared on ante-mortem examination to be extremely small 
and the free space w as one of the two lowest in the group. This udder 
was not only next to the lowest in empty weight, but it was the lowest 
of all in capacity, and third from the lowest in relation of capacity 
to weight. 

Gross anatomy (pi. 12).—Not only was the udder extremely small, 
but it contained a comparatively large proportion of fat, thereby 
supporting the grade assigned for “nearness to surface” (table 11). 
The gland tissue did not occuipy more than two-thirds of the area of 
any section, and in most sections it did not occupy more than one-half 
of the area. In the rear quarter the cistern was verv small and the 
opening from the teat canal was extremely small. In the front quar¬ 
ter also the cistern was very small, but the opening from the teat 
canal was very slightly larger than in the rear. These findings are 
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generally in accord with ante-mortem observations on size of openings 
and amount of free space. The gland tissue was not definite in outline 
and not easily distinguishable from the fat. Except for a small area 
close to the cistern the ducts were small and very few in number. It 
appeared that a fairly largo quantity of connective tissue was present 
in this udder and that the gland tissue was interspersed with fat. 
The gland tissue was inclined to be soft, but the surrounding fatty 
areas were very firm. 

Histology .—This udder w as very small and extremely fat, and sec¬ 
tions could be obtained only from areas near the center of the front 
quarters and the lower part of the rear quarter. This gland was in 
the resting state and showed little evidence of functional activity. 
The outstanding histological finding in this udder was the excessive 
amount of fat present and intermixed with the glandular tissue. 
There were not only extensive interlobular fat deposits, but in places 
there were areas the size of several lobules occupied by fat, instead of 
the normal gland tissue. The area illustrated in plate 13 was taken 
from near the center of the left front quarter. 

General .—This udder probably had the least grandular develop¬ 
ment of any compared in this study, though in some respects that of 
H-2 was not greatly different. The gross anatomical findings support 
the ante-mortem observations unusually well for abundance of gland 
tissue and its closeness to the surface, abundance of fiber, and size 
of cistern openings. Uncertainty as to the duration of lactation and 
the possible effect of abortion on mammary activity and development 
make conclusions difficult. It appears, however, that this cow did 
not possess the necessary development for liberal lactation. 

HEREFORD COW H-17 

Hereford cow 11-17 was kept in the beef herd following an abortion 
on June 12, 1928. As in the case of H-l, information is lacking as to 
her lactating capacity and as to whether she was nursed by the 1 calves 
of other cows. Moreover she was in advanced pregnancy (271 days) 
when slaughtered and her udder was '‘making up” and therefore not 
comparable to the others in regard to many characteristics. The 
fetus weighed 27,443 grams (60.5 pounds). Though small and de¬ 
ficient in gland tissue in comparison with that of a dairy cow, the udder 
appeared to be superior to that of any of the other Herefords at the 
time the ante-mortem observations were made. In quality, however, 
it was well below the average for the group of cows compared. The 
fiber was of medium abundance, coarseness, and harshness. The open¬ 
ings from the teat canals to the cisterns appeared on ante-mortem 
examination to be larger on an average than for any other cow in the 
group, the right front one being very small but the right rear one large. 
The amount of free spare appeared to be slightly below medium. 
In empty weight the udder ranked fourth from the highest, in capacity 
it was third from the highest, and in relation of capacity to weight 
it was fifth from the highest. 

Gross anatomy (pi. 14).—Though this udder was of fairly good size, a 
largo proportion of the area of the sections consisted of fat. In the 
sections carrying the teats only about 50 to 60 percent of the total 
area consisted of gland tissue; in the sections near the front and rear 
of the udder there was little or no gland tissue. The outline of the 
gland tissue was fairly distinct, though in many sections there was an 
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area surrounding it which seemed to contain a largo proportion of con¬ 
nective tissue and to bo intermediate between the gland tissue and the 
fat. The udder was not well frozen when sectioned, but the surfaces 
of the sections were fairly smooth. In the rear quarter the cistern 
was of moderate size but the front cistern was large. Both cisterns 
were divided. Though the ante-mortem examination indicated a 
rather marked difference between the front and rear quarters in size of 
opening from teat canal to cistern, the gross sections showed that both 
were comparatively large. The tissue was of more than average 
openness, especially in the vicinity of the cisterns. A medium quan¬ 
tity of connective tissue was visible in the sections though it was 
rather indistinct in outline. The tissue itself was described as mushy 
but the areas of fat were of medium firmness. 

Histology. —This udder showed glandular activity in all the areas 
examined, with indications here and there of the gland being partly 
in the resting state. A few small areas of round cell infiltration were 
noted, but for the most part this gland was normal in appearance. 
The fibrous connective tissue of this udder had the appearance of 
being of a soft or loose texture. The area illustrated in plate 15 was 
taken from the upper portion of the left front quarter. 

General —The ante-mortem observations are usually well supported 
by the gross-anatomical findings for most of the items compared. 
The quantity of gland tissue appeared to be nearly the same as for 
IT—1 6, the Hereford kept in the dairy herd, which closely approximated 
1117 in age and in size. It would appear that the advanced stage of 
gestation was largely responsible for the indications of activity re¬ 
ported in the histological study, and to some extent for the size of the 
udder and the quantity of gland tissue present. 

HOLSTEIN COW NO. 299 

Cow 299, a registered Holstein, was bred and raised in the Bureau's 
dairy herd at Beltsville, Md. Her production record made on three 
milkings daily at 3 years 3 months of age was 14,295 pounds of milk 
and 4G3 pounds of butterfat. She lxad been dry for 22 days at the 
time of slaughter, and was not pregnant. She was slaughtered be¬ 
cause of a relaxed condition of the sacroiliac joint. Ante-mortem 
measurements in regions of the body likely to be affected by this con¬ 
dition were taken on the uninjured side. Though some of the carcass 
measurements may have been slightly affected, the resulting error is 
believed to be of little importance. On ante-mortem examination 
the quantity of mammary-gland tissue appeared to be small. The 
quality was very high (the highest in the entire group compared in 
this study) and the udder covering was extremely loose. The fiber 
was comparatively abundant, rather finely divided, and of medium 
harshness, and the free space was next to the highest in the entire 
group. Grades were not assigned to the size of the openings into the 
cisterns.. Though not a large udder, its empty weight was next to the 
highest, its capacity was the highest, and its relation of capacity to 
weight was next to the highest in the entire group of udders com¬ 
pared. 

Gross anatomy (pi. 16).—Although the udder was slightly thawed 
on the surface, the saw cuts were fairly smooth. Aside from a very 
small area at the extreme top, practically the entire surface of each 
section consisted of gland tissue. The rear cistern was very small 
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and the front one was almost lacking. There seems to be no relation 
between size of cistern and amount of free space in this udder. The 
cisterns were smaller than the teat canals. The tissue was of medium 
density, inclined to be wet but had a fairly good body, and con¬ 
tained a large proportion of clearly visible connective tissue of medium 
coarseness. The openings into the cisterns were of medium size. 

Histology This was considered a nonactive or dry udder, and with 
the exception of a number of scattered lobules the histological ex¬ 
amination showed the gland to be largely in the resting state. Round 
cell infiltration was noted in all of the sections and a limited number 
of the alveoli contained pus cells. A number of milk concretions 
were seen in some of the sections. The area illustrated in plate 17 
was taken from the lower part of the left front quarter. 

General .- The records show that at one time there had been 
inflammation in the right rear quarter, but the udder appeared to 
be sound when examined before slaughter. Post-mortem examina¬ 
tion failed to show any indications that this inflammation had been 
present. The abundance of tissue was rated as low on ante-mortem 
examination but appeared to be fairly abundant in the gross sections. 
Judgment as to abundance of fiber and presence of fat in the udder 
before death is rather well supported by gross anatomical findings. 

HOLSTEIN COW NO. 827 

, Cow 827, a registered Holstein, was bred and raised in the dairy 
herd at the Beltsville Experiment Station. Her production record 
made on three milkings daily at 2 years 7 months of age was 
14,257 pounds of milk and 522 pounds of butterfat. She had been 
dry for 7 months 12 days at the time of slaughter, and was not preg¬ 
nant. On ante-mortem examination the udder showed only a very 
small quantity of gland tissue, indicating a high degree of involution 
since the udder went dry. In quality this udder ranked second from 
the highest in the group compared in this study. The fiber appeared 
to be above medium in abundance, and medium in coarseness. The 
openings from teat canals to cisterns appeared to be small in front 
and medium in the rear. The free space was the highest in the 
entire group, though there were no indications of large cisterns. 
Though this udder was small in size, its empty weight was third, its 
capacity was second, and its relation of capacity to weight was 
third from the highest in the entire group of udders compared. 

Gross anatomy (see pi. 18).—A considerable quantity of fat was 
present in all sections. In the sections carrying the front and rear 
teats and in other sections through the middle part of the udder 
there were fairly large areas of fat near the top, and a strip along the 
periphery—under the skin—which apparently consisted chiefly of a 
loosely formed fibrous structure, giving the appearance of the skin 
breaking away from the gland tissue. This suggests the possibility 
that a pocket of formalin may have been formed in this area at the 
time of filling, and that the capacity of the udder as recorded may be 
a trifle high. It is worthy of note, however, that the histological 
study showed large replacements of gland tissue with fat near the 
periphery. There was no distinctly circuinscribed cistern in either 
the front or rear quarter, though numerous medium-sized ducts were 
present in the area usually occupied by the cistern. The cisterns 
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were small in total volume and very much divided. The opening 
from teat canal to cistern was about average in the rear quarter and 
slightly larger in the front quarter; and both openings were larger 
in diameter than the cisterns themselves. The tissue was low in 
porosity, about average in firmness, wet, and the visible connective 
tissue was abundant. The tissue appeared to be found in all parts. 

Histology .—This was a small, nonlactating udder, with considerable 
fat. Histologically the general structure of the udder showed little 
deviation from the normal. The glandular portion was found to be 
in the resting state. Practically all the lobules showed the deposi¬ 
tion of fat to a greater or less extent, and some of the lobules, toward 
the periphery of the organ, were largely replaced by fat. The udder 
showed a rather heavy fibrous structure throughout, with wide bands 
of fibrous tissue separating many of the lobules. The area illustrated 
in plate 19 was taken from the upper portion of the left rear quarter. 

General .—There is no record of this cow having had any udder 
disturbance requiring treatment. Ante-mortem judgment as to 
abundance of fiber is well supported by both gross anatomical and 
histological findings. The free space did not bear a close relation to 
size of cisterns, but the size of cisterns was found to be much as 
described on ante-mortem examination. The ante-mortem observa¬ 
tions would indicate a smaller quantity of fat than was found in both 
the gross and histological sections. 

ABERDEEN ANGUS COW A 300 

Cow A-‘100, a registered Aberdeen Angus had been a persistent 
breeder and a consistent winner in the show ring for a number of 
years, but nothing is known of her milk-producing ability. She had 
been nonlactating for about 25 months wdien slaughtered, and was 
not pregnant. Ante-mortem examination of the udder indicated a 
quality close to the medium, a very loose covering, a medium quantity 
of gland tissue, a comparatively small quantity of rather coarse fiber, 
and slightly more than average free space. The udder was described 
as fatty. Grades were not assigned to indicate the size of openings 
between the teat canals and the cisterns. Though only medium in 
size it was the highest in the entire group in empty weight; sixth from 
the highest in capacity, and the lowest of all in relation of capacity 
to weight, indicating that the udder consisted largely of material 
other than gland tissue. 

Gross anatomy (pi. 20).—Aside from a small area above the rear 
teat, practically the entire udder consisted of fat. In the front 
quarter the gland tissue w r as little more than sufficient to enclose the 
duct or cistern, which was not more than a quarter of an inch in 
diameter, horizontal in position, and approached the teat canal from 
the rear. The rear quarter contained an area of gland tissue of 
irregular shape, about 5' 2 inches at its maximum height, about 3 
inches at its maximum width, and surrounded laterally and superiorly 
w T ith solid fat. The rear cistern w r as very small and somewhat 
divided. The front one w'as almost entirely lacking. The opening 
from teat canal to cistern w as only moderate in size in the rear and 
extremely small in the front quarter. There were only a few small 
ducts except in the immediate vicinity of the cistern. A fairly liberal 
quantity of comparatively finely divided connective tissue w T as visible. 
The sections were firm when kept at low' temperatures, but, owing 
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to the very great proportion of fat, became soft at higher temperatures. 
The fatty areas as well as the areas of gland tissue contained a con¬ 
siderable quantity of connective tissue or fiber. As the fatty areas 
receded these stood out in relief, giving the sections a rough appear¬ 
ance, particularly in the photographs. 

Histology.- -This udder showed an extreme fatty condition in the 
gross specimen and it was possible to obtain sections from only one 
area in the lower portion of the rear quarter. Histologically this 
area was found to be in the complete resting state and quite fibrous. 
The fibrous condition may have been due in part to the advanced age 
of the animal. A number of milk concretions were noted in the 
section. (See pi. 21.) 

General .—Undoubtedly this udder had the largest proportion of 
fat to gland tissue of any udder yet studied. In making the ante¬ 
mortem observations the udder was described as fatty but the con¬ 
dition was underestimated. Probably because of the extreme fatty 
condition the quantity of fiber as shown by both gross and histological 
sections was also underestimated. The gross anatomical and histolo¬ 
gical findings are in very close agreement. The high condition of 
this cow and the 25 months dry period probably account for the 
large amount of fat in the udder, but the extremely small quantity 
of gland tissue would appear to have made it impossible for her to 
secrete any considerable amount of milk. 

DISCUSSION AND SUMMARY 

The milk- and butterfat-producing ability of four Hereford cows 
maintained under dairy-herd conditions is compared with that of 
two registered Holstein cows. A comparison is also made of the weight 
and measurements of the body, the weight and measurements of the 
internal organs and body parts, and the mammary-gland develop¬ 
ment and udder structure of the four Hereford cows, the two registered 
Holstein cows, three Hereford cows kept under typical beef-herd 
conditions, and an aged Aberdeen Angus cow. 

The average production of the four Hereford cows (that were 
accustomed to conditions of dairy-herd management prior to their 
first calving and milked and fed under the same environmental con¬ 
ditions as the dairy herd) was 557.45 pounds of milk, testing 4.90 
percent butterfat and containing a total of 27.60 pounds of butterfat 
The average lactation period was 211 days. The average production 
of the tw'o Holstein cows wuis 14,270 pounds of milk, testing 3.45 
percent butterfat and containing 492.5 pounds of butterfat. The 
average lactation period was 304 days. The production of the two 
Holstein cows w r as 2,401 percent greater in milk and 1,081 percent 
greater in butterfat than the average production of the four Hereford 

COW'S. 

Although the four Hercfords milked in the dairy barn w ere consider¬ 
ably undersized, they could hardly have failed to make a more credit¬ 
able showing, considering their opportunities both before and during 
lactation, if their inheritance had included the capacity for abundant 
lactation or the stimulus to continue lactation over an extended 
period. Apparently they did not possess these qualities. 

In live weight and in every body dimension measured before 
slaughter, the Herefords studied were smaller than either the Holsteins 
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or the Aberdeen Angus. Though heavier, the Aberdeen Angus was 
smaller than the Holsteins in the measurements of length and height, 
but greater in some other measurements, particularly those of width 
and circumference of body that are affected to the greatest extent by 
fleshing. In this connection, attention is called again to the possible 
effect of age differences on the comparisons of absolute values of 
weight or measurements for different breeds. 

When the ante-mortem data are compared on the basis of ratios 
based on height at withers or on length of head, a marked similarity 
is shown in the body proportions of the Holsteins and the Herefords. 
The ratio for width of fore chest appears to be the outstanding excep¬ 
tion. For the measurements of height and length, which indicate 
•'scale”, the body proportions of the animals in all three breeds are 
similar. The outstanding differences in body proportions are associ¬ 
ated with those measurements, such as width and circumference of 
barrel, that are most directly affected by deposition of fat. This 
supports the finding of a previous investigation that the cows of 
different breeds are generally similar in skeletal structure—the dif¬ 
ferences in type, resulting from breeding and selection, being due 
primarily to the degree of fleshing. 

Although the contour areas for fore chest and paunch increased 
progressively in size from Hereford to Holstein to Aberdeen Angus 
and there was considerable difference in shape of the contours, only a 
bight difference existed in the proportion above and below the vertical 
midpoint. 

The body surface area w as almost the same for Holsteins and Aber¬ 
deen Angu^. That for the Herefords was much less. 

The volume of barrel also was nearly the same for Holsteins and 
Aberdeen Angus. That for the Herefords was very much less. 

The thoracic index decreased with considerable regularity from 
Herefords to Holsteins to Aberdeen Angus, indicating that the Hol¬ 
beins were intermediate and the Aberdeen Angus was the highest in 
proportion of width to depth of fore chest. 

Abdominal indexes were nearly the same for all three breeds. 

The legginess was almost the same for the Holsteins as for the 
Herefords, but much lower for the Aberdeen Angus. 

(Jreat differences existed in wedge shape. The Herefords had very 
little vertical wedge shapo, the Holsteins had more than 10 times as 
much as the Herefords, and the Aberdeen Angus had more than three 
times as much as the Holsteins. In lateral wedge shape there was a 
marked decrease from Herefords to Holsteins to Aberdeen Ansrus. 
In circumference the wedge shape was almost the same for the three 
breeds; and on the basis of contour areas the Herefords and the Hol¬ 
steins were almost the same, but the Aberdeen Angus wuis distinctly 
less. The Aberdoeri Angus was very wide in the fore chest as com¬ 
pared with tho animals in the other breeds. Again the influence of 
fleshing-—especially in tho region of the fore chest—is shown in the 
values for wedge shape. 

With fow exceptions the post-mortem data, expressed in actual 
units of "weight or measurement, are distinctly low T er for the Herefords 
than for the Holsteins—the most marked differences being m the 
visceral fats, the endocrine glands, and the udder. A comparison of 
the Aberdeen Angus with the Herefords shows relationships that are 
similar to tho Holstoin-IIereford relationships in most respects. 
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However, in computing the Aberdeen Angus with the Holsteins, 
although the four greatest differences are m weights of adrenals, 
udder, kidneys, and thyroid, all of which are greater for the Aberdeen 
Angus, the data for the Aberdeen Angus are actually lower than for 
the Holsteins for more than two-thirds of the items. 

When considered m relation to the empty body weight of the animal, 
there was a definite tendency for most of tho weights and measure¬ 
ments of the internal organs and body parts to be greater for the 
Herefords than for either the Holsteins or the Aberdeen Angus and 
greater for the Holsteins than for the Aberdeen Angus, except for the 
visceral fats, the udder, the ovaries, the kidneys, and some of the 
endocrine glands. 

When grouped on the basis of anatomy and function, it appears 
that the organs and parts of both the Holsteins and Aberdeen Angus 
averaged greater in actual magnitude than those of the Herefords, 
while those of the Aberdeen Angus averaged smaller than those of the 
Holsteins in the circulation and respiration group and in the digestion 
group. In proportion to their empty body weight, however, the 
Herefords had larger organs than the Holsteins in all except the 
endocrine gland and visceral fats groups, and larger organs than the 
Aberdeen Angus in all except the urogenital, endocrine gland, and 
visceral fats groups. The Holsteins had larger organs than the 
Aberdeen Angus in all except the urogenital and endocrine gland 
groups. The effect of fleshing is clearly indicated, for as it increases 
the total animal structure, the organs become proportionately smaller. 
The only group consistently overcoming this factor, showing greater 
average values for Holsteins than for Herefords and greater values 
for the Aberdeen Angus than for either Herefords or Holsteins, was 
the one consisting of endocrine glands. 

Despite the breed differences in size of internal organs and body 
parts, there was very little difference in dressing out percentage 
between the Herefords and the Holsteins. The dressed weight was 
50.0 percent of the live weight obtained immediately before slaughter 
for the four Herefords in group 1 (dairy management), 49.9 percent 
for the three Herefords in group 2 (beef management) and 54.7 per¬ 
cent for the two Holsteins. When based on empty body weight 
instead of live weight, the dressing out percentages were 00.2, 00.1, 
and 02.5, respectively. Owing to the difference in procedure incidental 
to the preservation of her skeleton, the carcass weight of the Aberdeen 
Angus cow could not be determined. 

Five of the seven Herefords were extremely deficient in mammary- 
gland development. The other two, though more advanced, still were 
distinctly deficient. The greater udder development of H 10 and 
H-17 as compared with the other Herefords is shown both by the 
photographs of the living animals (figs. 1 and 2) and by the photo¬ 
graphs of the gross sections of the udders (pi. 1). This difference 
may be due partly to their greater size and presumably more advanced 
age and partly to the fact that they came from a different line of 
breeding and had a different inheritance. Only two Herefords, one 
that nursed her calf until 18 days before slaughter, and one in advanced 
pregnancy, showed signs of activity in the gland tissue, and all except 
these two showed large quantities of fat deposits in the histological 
sections. The udder of the Aberdeen Angus was much larger and 
appeared to have a greater quantity of gland tissue, but on post- 
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mortem examination it proved to consist chiefly of fat. The Holsteins 
had udders of comparatively small size for the breed. 

The Holsteins ranked considerably above the Herefords in most of 
the udder characteristics associated with “udder quality”. The 
Aberdeen Angus ranked close to the Herefords in most of these items 
but above the Holsteins in a few. There was little difference between 
the breeds in those items that might be considered antagonistic to 
quality. Grades for milk veins and milk wells were in most cases 
definitely higher for the Holsteins than for the other breeds. Though 
the grades for quality of udder are in most cases higher for the Hol¬ 
steins than for either the Herefords or the Aberdeen Angus, the dif¬ 
ferences do not approach the very great difference in producing 
capacity that actually existed between the Holsteins and the Here¬ 
fords, and that in all probability existed between the Holsteins and 
the Aberdeen Angus. 

In size (empty weight) of udder the Herefords in group 2 (beef 
management) differed from the Herefords in group 1 (dairy manage¬ 
ment) by only 2.30 percent; the Holsteins were 160.10 percent greater 
than the Herefords; and the Aberdeen Angus was 336.08 percent 
greater than the Herefords and 67.62 percent greater than the Hol¬ 
steins. The comparatively high weight of udder in the Aberdeen 
Angus was due to excessive deposition of fat. 

in capacity of udder the Herefords in group 2 (beef management) 
averaged 53.32 percent more than the Herefords in group 1 (dairy 
management). This may indicate a possibility that the Herefords in 
group 2 produced more abundantly than those in group 1. Actual 
milk production records for the cows in group 2 are not available, of 
course, but there is nothing in the appearance of the gross sections of 
the udders to indicate they had a greater quantity of mammary-gland 
tissue. The udder capacity of the Holsteins was 520.33 percent 
greater than the average for the Herefords, and 359.78 percent greater 
than for the Aberdeen Angus. The capacity of the Aberdeen Angus, 
however, was 34.92 percent greater than the average for the Herefords. 
The proportion of mammary-gland tissue in the udder of the Aberdeen 
Angus was extremely small. The low udder capacity of cows of the 
beef breeds studied was shown consistently. 

In “relation of capacity to weight” of udder, the Herefords in group 
2 (beef management) averaged 74.86 percent higher than those in 
group 1 (dairy management). The Holsteins exceeded the Herefords 
bv 130.12 percent, but the Aberdeen Angus was 69.96 percent lower 
than the Herefords and 86.95 percent lower than the Holsteins. The 
low fluid-holding capacity per unit of weight for the beef-cow udders 
indicates a small quantity of gland tissue in proportion to fat or 
connective tissue. This was particularly true of the Aberdeen Angus, 
which had the heaviest udder with a capacity only slightly above the 
average for the Herefords, and the lowest relation of capacity to weight 
of all the udders included in this study. The effect of heavy fat 
deposition in the udder of this cow is clearly indicated, but the extent 
to which her long dry period was responsible for it is not definitely 
known. 

For the six cow r s in this study having records of production there 
appears to be a high positive correlation between size (empty weight), 
capacity, and ratio of capacity to weight of udder and the quantity of 
milk produced, if the two Holsteins, the highest producing Hereford, 
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and the three lowest producing Herefords are considered as groups, but 
little if any correlation among the three lowest producing individual 
Herefords. Though the Holstein udders exceeded the Hereford 
udders by 163 percent m empty weight, 661 percent in capacity, and 
204 percent in ratio of capacity to weight, these differences do not 
approach the corresponding differences of 2,461 percent and 1,681 
percent, respectively, for mills and buttorfat production. At the same 
time the percentage differences for udder size and capacity were much 
more significant of the producing ability than were the udder character¬ 
istics studied on the living animals. This is m harmony with previous 
studied, which showed size and capacity of udder were the only items 
of those, studied that had significant correlations with records of 
production. 

With few exceptions the antemortem observations were fairly well 
supported by the findings reported m the gross anatomical and 
liistological studies, and the gross anatomical observations are perhaps 
even more closely supported by the histological findings. 

The proportion of fat in the udder of the Aberdeen Angus was 
extremely high. The possible effect of prolonged inactivity on fat 
deposition has been discussed. In the Herefords it was high but less 
extreme. One of the Holstein udders had practical)v no visible fat 
in the gross sections, the other a moderate quantity. Though in a few' 
instances the proportion of visible fat in the udders of the Herefords 
was comparatively small, the total quantity of gland tissue and the 
measured capacity of the udder were both so small that it is inconceiv¬ 
able they could have produced milk in abundant quantities. To this 
extent the findings wuth Herefords support the observations and 
conclusions previously reported for the Aberdeen Angus, which 
were to the effect that cows of the specialized beef breeds do not 
inherit a mammary development sufficient to enable them to be 
liberal milk producers. 
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GROWTH AND DEVELOPMENT OF DICTYOSTELIUM 
DISCOIDEUM WITH DIFFERENT BACTERIAL ASSO¬ 
CIATES 1 


By Kenneth B. Rarer 2 

Assistant m geologist, Division of Soil Microbiology , Bureau of Plant Industry, 
United Stales Department of Agriculture 

INTRODUCTION 

The genus Dictyostelium and the group to which it belongs have been 
known since Brefeld (2)* described Dictyostelium mucoroides in 1869. 
Additional species have been added to the genus by Van Tieghem 
(22), Marchal (10), Olive (13), and Raper (18). 

The developmental history of species of the Dictyosteliaceae is well 
known from the works of Brefeld (2, 3), Van Tieghem (22, 23), Olive 
(14), Harper (6, 7, 8), and Raper (18). Their investigations dealt 
either with the taxonomy of the group or with the formation of fruiting 
structures in certain species of the family, whereas little study was 
given to the vegetative stage and no attention was paid to the role of 
the bacteria that accompanied the slime molds. Some investigations 
of a physiological nature, however, were made by Nadson (12), Potts 
(17), Vuillemin (24), Pinoy (15, 16), and Skupienski (20, 21); and in 
their studies the role of the accompanying bacteria rightfully occupied 
the center of attention. 

The relation between species of the Dictyosteliaceae and the bacteria 
with which they are associated has been a subject of dispute. Although 
any effective study of this relationship obviously wrould have to be 
made with the slime molds growing in association with pure cultures 
<>f bacteria of known identity, only a part of the studies previously 
reported were made with such cultures. Further, there is a disparity 
in the results reported by different investigators working with the 
same species of Dictyostelium in association with the same species of 
bacteria. 

Because of the conflicting results reported by earlier students of the 
Dictyosteliaceae und because of the limited scope of their investiga¬ 
tions, the need for additional study of the whole question of the 
relationship between species of this family and the bacteria that 
accompany them became apparent. The writer, therefore, under¬ 
took the investigation of this problem with the following objectives 
in view: (l'i To study the range of different species of bacteria in 

1 1 teceived for publication Dec 5, 1930. issued September 1937 Contribution from the Laboratories of 
(Tvptogannc Botany and the Farlou Herbarium, Harvard University, no iro The material presen ted 
here represents a portion of a thesis submitted to the facult> of Harvard University June 193b, in partial 
fulfillment of the requirements for the degree of doctor of philosophj in biology. 

1 The author is particularly indebted to Prof. William ii. Weston. Jr .of Harvard University under whose 
direct ion the present studies were pursued, for valuable counsel and criticism during the progress of t he work. 
The filter is also grateful to N. K Smith, Division of Soil Microbiology, Bureau of Plant Industry, U. S. 
I )epart merit of Agriculture, for helpful advice, for identifying cultures of bacteria, and for generously supply- 
mg the greater portion of the bacterial cultures studied during this investigation, and to Dr Charles Thom, 
in charge of the Division, for having originally suggested an investigation of this nature and for guidance 
during earlier work which forms a background for the present studies 
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association with which a representative member of the Dictyosteli- 
aceae could grow; (2) to study the manner in which myxamoebae of 
such a species feed upon bacteria; and (3) to study the relation be¬ 
tween a species of the Dictyostehacoae and the bacteria associated 
with it. 

Dictyostelium discoid cum Rapor was selected for this study because 
of the unique advantages for experimental studies which it affords. 

LITERATURE REVIEW 

Brefeld (2), Van Tiegliem (22), Olive (14), and Harper (0) noted the 
presence of bacteria in their cultures of species of the Dictyosteiiaceae 
but did not understand the role played by the bacteria in the nutrition 
of the myxamoebae, nor did they know the identity of the bacteria 
that accompanied their cultures. Brefeld (2) noted the ingestion of 
solid particles by the myxamoebae of Dictyostelium mucoroides . Van 
Tiegliem (22) and Olive (14) observed the actual ingestion of bacteria 
by myxamoebae of the Dictyosteiiaceae, but both investigators be¬ 
lieved this phenomenon to be without significance and concluded that 
the myxamoebae fed upon nutrients in solution. Inasmuch as the 
emphasis in their studies was placed on the fruiting stage, which 
involves the final orientation and differentiation of myxamoebae into 
a fruiting structure, rather than on the vegetative stage, which in¬ 
volves the growth and multiplication of myxamoebae, this lack of 
'appreciation of the role of bacteria is understandable. 

Nadson (12) was the first to call attention to the association of a 
known species of bacteria, Bacillus fluorescent liquefacie ns, with a 
species of the Dictyosteiiaceae, Dictyostelium mucoroides. He con¬ 
sidered that the two organisms were symbionts and that the bacteria 
favored the slime mold by creating an alkaline reaction in the culture 
medium. The myxamoebae, he believed, fed solely upon nutrients in 
solution. 

In his extensive study of the physiology of Dictyostelium mucoroides , 
3 years later, Potts (17) observed that the myxamoebae of D. muco¬ 
roides were dependent upon the presence of bacteria for their nutrition 
and growth, and further that colonies of bacteria were consumed by 
the slime mold. He did not observe the ingestion of bacteria by the 
myxamoebae, however, and concluded that the mvxamoebae excreted 
an enzyme, which digested the bacterial cells outside the bodies of the 
myxamoebae, and subsequently incorporated in solution the products 
of their decomposition. Using maize extract agar, he was able to 
grow D. mucoroides in association with pure cultures of Bacillus 
megatherium , B. subtil is, and B.fluorescens liquejaciens , in addition to 
Bacterium fimbriatum Potts with which he originally isolated the 
slime mold. Potts found no indication of a symbiotic relationship 
between the slime mold and the associated bacteria. 

Vuillemin (24) isolated and cultivated Dictyostelium mucoroides in 
association with Bacillus fluorescens non-liquejaciens, but could not 
grow the same slime mold in association with B. jjyocyaneus . He (24) 
reported that the slime mold acted as a “bacteriophage” and that the 
myxamoebae of tliis species ingested bacterial cells and digested them 
in vacuoles within the bodies of the myxamoebae. In the same year, 
Pinoy (15) reported successfully cultivating D. mucoroides in associa¬ 
tion with, or, as he termed it, in “pure-mixed culture”, with Micro - 
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bacillus prodig iosus and B. coll communis in addition to B. fluorescens 
liguejaciens , which had been associated with the slime mold in his 
original isolation. Four years later (16) he added five additional 
Gram-negative bacteria to the list with which D . mvcoroides could 
grow, but reported that it could not grow with Gram-positive species 
or, as Vuillemin ( 24 ) had indicated before him, with B . pyocyaneus. 
Pinoy (16) made an intensive study of the ingestion and digestion of 
bacterial cells by the mvxainoebae of D. mucoroides. He succeeded 
in extracting from large numbers of myxamoebae a preparation which 
(1) liquefied gelatine and (2) dissolved bacterial cells (B. coli com¬ 
munis) that had been killed by chloroform. To the active substance, 
or enzyme, contained in this extract, he gave the name “acrasidias- 
lase”, and noted that on the whole it was similar in its action to a 
substance, or enzyme, earlier isolated by Mouton (11) from a soil 
amoeba and termed by him “ainibodiastasc.” Pinoy (16) considered 
the slime mold as living parasitically upon the colonies of the asso¬ 
ciated bacteria. 

Skupienski (20 , 21) likewise isolated Dictyostelium mucoroides in 
association with Bacillus fluorescens liquejaciens and cultivated the 
two organisms in pure-mixed culture. Like Vuillemin and Pinoy, he 
reported the ingestion and digestion of bacterial cells by the myxamoe¬ 
bae of D. mucoroides , but believed nonetheless that the two organisms 
wen* symbionts. 

[n lMo the writer (IS) described Dictyostelium discoideum , anew 
specie's characterized by (1) migration, (2) upright sorocarps, and 
(3) discoid base, pointing out that this species was accompanied by 
bacterial and that the myxamoebae reached their maximum develop¬ 
ment within the bacterial colonies, and, indeed, occurred outside the 
limits of such only as scattered myxamoebae. However, neither the 
relation between the myxamoebae and the bacteria nor the. identity 
of the associated bacteria was then known. Since that time these 
points have been cleared up in large measure, and this work is reported 
and discussed herein. 

HOST RANGE OF DICTYOSTELIUM DISCOIDEUM 

DICTYOSTELIUM DISCOIDEUM IN ASSOCIATION WITH VIBRIO ALKALIGINES 

Using the type strain of Dictyostelium discoideum (,IS ), the writer 
isolated the bacteria associated with this slime mold and found that 
it w r as accompanied by a single species of bacteria, Vibrio alkaligines 
Lehm. and Neuin. 4 When grown upon liay-infusion agar this bacterial 
culture produces raised, somewhat slimy colonies, w hich more or less 
retain their general character even w hen a rich growth of Dictyostelium 
occurs within them. 5 

In culturing Dictyostelium discoideum in association with Vibrio 
alkaligines upon hay-infusion agar, the usual method of transfer was 
to remo\e loopfuls of bacteria and Dictyostelium from well-established 
cultures and to streak these upon the surface of fresh agar plates. 

4 Identified by N. K. Smith 

' As will bo soon from the discussions that follow, tins was not the ease with the maturity of bacterial 
species that were subsequently studied m association with 1). dixcoidtum, for in the greater percentage of 
cases the bacterial colonies wore completely consumed by the feeding m>xanuiebue. The fact that the 
rnyxrtinoebao of I) discoideum only partial^ consume the colonies of Uiftrio alkafigincs explains tn large 
measure why the writer overlooked the true relation between the m.vxamoebae and the associated bacteria 
during his early studies with this shine mold 
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When this method was employed, good growth of bacteria and of 
Dictyostelium was invariably obtained. However, when care was 
taken to transfer only the spores from single sorocarps, growth of the 
Dictyostelivm was not uniformly obtained but occurred at some points 
of inoculation and not at others. Further, in these cultures it was 
observed that the two organisms always grew at the same points and 
that neither ever developed alone. The explanation of this phenome¬ 
non was not at first obvious, but later experiments proved that the 
slime mold was dependent upon bacteria for nutriment, a fact which 
was in agreement with results earlier obtained by Potts (17) and 
Pinoy (10) with D. rnucoroides. 

From the foregoing results it was obvious that baeteria-free spores 
had been inoculated at some places but not at others. In order to 
determine the character and position of the sorocarps bearing spores 
that were free of bacteria, inoculations were again made with spores 
only, and care was taken to inoculate some plates with spores taken 
from sorocarps that had been formed outside the limits of the bacterial 
colonies in which the pseudoplasmodia had developed, while other 
plates were inoculated with spores taken from sorocarps that had 
been formed within the limits of the bacterial colonies/ It was 
found that bacteria and Dictyostelium grew at all points of inoculation 
in plates that had been seeded with spores obtained from sorocarps 
located within the bacterial colonies, but occurred at only 1 of 10 
points of inoculation in plates that had been seeded with spores 
obtained from sorocarps located outside the bacterial colonies 
Subsequent experiments of this type demonstrated that if spores 
were taken only from sorocarps which had formed at a distance of 0.5 
cm or more beyond any evidence of bacterial growth then the spores 
were in all cases free from bacteria. 

Such baeteria-free spores germinated, but the emergent myxamoebae 
failed to grow in the absence of bacteria. However, it was only neces¬ 
sary to add bacteria to any point at which pure spores had been in¬ 
oculated in order to secure an immediate growth of Dictyostelium 
discoideum . 

The pseudoplasmodia were positively phototactic, and when cul¬ 
tures were placed in one-sided illumination the pseudoplasmodia mi¬ 
grated toward the light. Under favorable culture conditions a large 
percentage of the resulting sorocarps were formed at distances of 1.0 
cm or more from bacterial colonies in which the pseudoplasmodia 
developed. In migrating this distance, the pseudoplasmodia divested 
themselves of all bacteria that were originally either contained inside 
or attached to the pseudoplasmodia at the time they left the bacterial 
colony. Dictyostelium discoideum is the only species of the Dictyo- 
steliaceae that possesses a migrating pseudoplasmodium and is, there¬ 
fore, the only species that regularly bears baeteria-free spores. The 
pure spores borne in isolated sorocarps that are formed from migrating 
pseudoplasmodia can be inoculated at will with a pure culture of any 
bacterium, and the growth and development of D. discoideum in asso¬ 
ciation with that bacterium can be studied in what Pinoy, Skupienski, 
and other workers have called a “pure-mixed culture.” 

8 In D. discoideum ( 18 ), after the my vurnoelme comprising the pseudoplasmodia have crowded together into 
compact, cylindrical, ta{Hiring masses, these masses, or pseudoplasmodia, characteristically nnne outside 
vl */ w,tena £°* 0I) * V & s units and continue to migrate for a greater or less distance before forming sorocarps 
At the same time, other pseudoplusmodia fail *o migrate and hence form sorocarps within the limits of the 
bacterial colony 
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PRELIMINARY STUDIES WITH CERTAIN SAPROPHYTIC BACTERIAL ASSOCIATES 

Since members of the Dictyosteliaceae had been isolated almost ex¬ 
clusively with fluorescent bacteria by earlier investigators (12, 15, 20 , 
24 ) and had been successfully grown in association with these bacteria 
by Nadson (12), Potts (17), Vuillemin (24), Pinoy (15, 16), and 
Skupienski (20, 21), the writer early turned to a study of Dictyostelium 
discoideum in association with Pseudomonas jluorescens Migula. 7 
Following this, the slime mold was cultivated in association with an 
additional species of Gram-negative bacteria, Escherichia coli (Migula) 
Oastellani and Chalmers, and with two Gram-positive species, 
Bacillus megatherium l)e Bary and B. subtil is Cohn. With each of 
these common saprophytic species, D. discoideum grew somewhat 
better than in control cultures with Vibrio alkaligines. Thus D. dis¬ 
coideum grew better in association with other bacterial species than 
that with winch the slime mold was originally associated. 

In the above-mentioned cultures with common saprophytic bac¬ 
teria. and in those with Vibrio alkaligines, the mature sorocarps varied 
greatly in size but were always of essentially the same pattern, char¬ 
acterized by upright, straight, sinuous, or loosely spiral sorophores, 
which arose from circular and expanded or cone-shaped basal disks 
and bore at their apices grayish-white to pale lemon-yellow sori of 
slightly elliptical form. Under favorable conditions such as existed 
in these cultures, the differentiation of myxamoebae in the developing 
sorocarp into stalk cells and spores progressed at a proportional rate, 
so that, regardless of the size of the fructification, the ratio of soro- 
phore (stalk) to sorus (spore mass) size remained relatively constant. 
This condition is w r ell illustrated by the camera lucida drawings of 
mature sorocarps of normal pattern shown in figure 1, A~D. For a 
detailed account of sorocarp formation, the reader is referred to the 
original description of Dictyostelium discoideum (18). 

The preliminary studies clearly demonstrated: (1) That Dictyo¬ 
stelium discoideum could grow r , and grow' well, in association with bac¬ 
teria other than that with which the original culture was associated; 
(2) that D. discoideum could grow alike with Gram-negative and Gram 
positive bacteria ; (3) that hay-infusion agar provided a satisfactory 
medium for cultivating D. discoideum in association with different 
bacteria; (4) that the sorocarps produced in cultures with different 
bacteria presented essentially the same pattern; and (5) that the ratio 
of sorophore to sorus size remained relatively constant regardless of 
the size of the sorocarp. Therefore, it w T as recognized that D. discoi¬ 
deum afforded a particularly favorable species with which to study 
<|uantitativelv the growth of a species of the Dictyosteliaceae in as¬ 
sociation with a large number of different bacteria belonging to di¬ 
verse groups. 

METHODS DEVELOPED FOR MAKING GROWTH COMPARISONS 

For these comparative studies of the growth of Dictyostelium dis¬ 
coideum in association with various bacteria, hay-infusion agar was 
used, the composition 8 being kept as constant as possible. 

7 In discussing (he writer’s work, the nomenclature for the bacterial species studied in all cases according 
to Rergey (/); whereas, in reviewing the work of earlier investigators, the nomenclature used by those in¬ 
vestigators is followed. 

* The hay-infusion agar was prepared in the following manner: 35 g of partially decomposed hay infused in 
a liter of tap water for one-halt hour in an autoclave at 110° C\ anti 5-10 pounds pressure; infusion filtered, 
and filtrate made up to 1 liter; 0 2 percent K 3 IIPO 4 and l 5 percent agar added; adjusted top H of 6 . 0 -6.2, ami 
sterilized at 15 pounds pressure for 20 minutes 
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Triplicate plates of bay-infusion agar (each plate containing ap¬ 
proximately 20 cc of medium) were inoculated with each of the cul¬ 
tures listed in tables 1 and 2. Inoculations were made in the following 
manner: Six giant colonies were established at regular intervals in a 
circle near the periphery of the plate, and a single colony was planted 
in the center; the inoculations were made with a small loop, and for 
each colony the inoculum was spread over an area of approximately 
1 cm 2 . In all cases the cultures were allowed to grow at room tem¬ 
perature of 22-24° O. for 2 to 3 days prior to the introduction of pure 
spores of Dictyostelium. The spores used as inoculum v\ere obtained 
from sorocarps that had developed 0.5 cm or more beyond any evidence 
of bacterial growth. As an added precaution, spores from only one 
sorocarp were introduced into each bacterial colony, so that if con¬ 
taminating bacteria were in any case introduced with the inoculum 
they would not be added to more than a single colony. Spores were 



' “ ■ " KBH “■* 

Fk.tre 1 —Normal sorocarps of lActyontdium dmcoidrunv A, sorocarp of lartro size, H aiui ( . sorocarps of 
medium size, I), sorocarp of small size Whatever the size, the parts of the sorocarp- discoid base, taper¬ 
ing stalk or sorophore, and ellipsoid spore mass or sums - are easily recognized 

introduced into each of the colonies in two of the three plates and 
into six of the seven colonies in the third plate. Thus for each 
bacterial species studied, I). discoideum was introduced into 20 
colonies, while a single colony was reserved as a measure of the 
grow th of the bacteria alone. 

Incubation of the cultures was continued at room temperature 
after the spores were introduced. The cultures were observed from 
time to time, and a record was made of the time at which the first 
pseudoplasmodia began to form; and a record of the complete growth 
of Dictyostelium discoideum was made after sorocarp formation had 
ceased, which in the majority of cases was 0 to 8 davs after the spores 
weie added. 
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The total growth of Dictyostelium discoideum was determined by 
counting the number of large, medium, and small sorocarps in each 
of the 20 colonies of the several bacterial cultures. These counts 
were subsequently averaged and the growth per colony was obtained 
(tables 1 and 2). 

For the terms “large”, “medium”, and “small sorocarps”, used 
throughout this paper as a means of expressing quantitatively the 
growth of Dictyostelium discoideum, the following arbitrary limits were 
chosen: 

(1) Large sorocarps .—Those with sori having a cross diameter of 250g or more 
and noropiiores having a length of 2.5 to 3.0 mm or more. 

(2) Medium sorocarps .—Those with sori having a cross diameter of 150 m to 250 m 
and sorophorcs having a length of 2 to 3 mm. 

(3) Small sorocarps .—Those with sori having a cross diameter of 75 m to 150 m 
and sorophores having a length of 1 to 2 mm. 

Although it might seem that the number and size of the sorocarps 
would not serve as a reliable index of the amount of growth in Die- 
tyostrlium discoideum , an analysis of growth in this organism shows 
ample justification for such a procedure. Growth in the Dictyostelia- 
eene consists in an increase in the mass and in the numbers of feeding 
mvxamoebae, that is, it is characteristic of the vegetative stage. On 
the other hand, the formation of the fruiting structures involves no 
vegetative growth but rather is a matter of development, or “integra¬ 
tion and differentiation” as Harper {8) has termed it. Since this is 
true, it would at first seem that any comparison of growth should be 
limited to the vegetative stage where growth occurs. However, since 
no increase in the number of mvxamoebae occurs after the fruiting 
stage is initiated and since each myxamoeba entering into a psuedo- 
plasmodium forms either a spore or a stalk cell in the developing 
fructification (ti 9 (>, 14 ), the identity of each vegetative myxamoeba 
is in fact preserved in the mature soroenrp. The vacuolate stalk cells 
are much larger than the spores, but since the size of the sorus and that 
of the sorophore remain proportional (p. 293), the relative numbers 
of the two cell types remain approximately constant in normal soro¬ 
carps. A soroearp of a particular size, therefore, represents a fairly 
definite amount of actual growth. Since this is true, the amount of 
growth occurring in any bacterial colony can be expressed in the 
numbers of sorocarps produced in that colony, when the size of the 
sorocarps is considered. 

The total growth of Dictjfostelium discoideum in association with a 
given culture of bacteria can bo satisfactorily expressed in terms of the 
total number of large, medium, and small sorocarps; but the grow th 
of the slime mold with two or more different bacteria cannot be 
quantitatively compared in terms of the total number of sorocarps, 
because the numbers of sorocarps falling within the different size 
groups do not remain in the same ratio to one another. 9 However, 
such a quantitative comparison can be made and the results graphi¬ 
cally show n, if the sorocarps of the three sizes are all converted into a 
common expression. As already noted, the amount of actual grow th 
represented by a soroearp is in direct proportion to the size of the 

J This point is excellently illustrated by the growth «uut development of IHttyoMlvm discoideum with 
Manlius a reus Krunklandanri Frankland tuid with Sn icina luten Sehroet eras shown in table 1. There was 
an average of 23 sorocarps |>er colony of H ctreus and an a\erago of 22 sorocarps per colony of ft? lute a. 
Mill the growth of the slime mold was almost three times as great with the latter associate ifig 2) Tins 
apparent contiadietion is explained ent irol> by the slje distnbul ion of t he sorocarps in t he colon ie*» of t he two 
bacteria (table 1). 
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sorocarp; and further, the relative proportions of sorus and sorophore 
remain fairly constant in a normal sorocarp regardless of the size of 
that sorocarp. Therefore the amount of growth represented by a 
sorocarp of one size can be expressed in terms of a sorocarp, or sorocarp 
equivalent, of another size simply by computing the volumes of their 
sori. 

A basis for converting sorocarps of different sizes into a common 
expression was obtained in tho following manner: (1) The average 
dimensions of 50 large, 50 medium, and 50 small sori were determined; 
(2) then, treating the sori as spheres, 10 the average volume of a large, 
medium, and small sorus was computed. Medium sori were chosen 
as the most convenient size to which to convert sorus volumes, and a 
medium sorus was found to be equivalent to 6 small sori and to 0.29 
of a large sorus. The total amount of growth of Dictyostelium dis¬ 
coideum with the different bacteria is, therefore, expressed as medium- 
sorocarp equivalents wherever quantitative comparisons are made, as 
in figures 2 and 3. 

Because of the amount of work involved, these investigations 
extended over a period of (5 months. However, the results obtained 
with the several species of bacteria could be quantitatively compared 
and the differences in the growth of Dictyostelium. could be attributed 
either to the amount of bacterial growth present or to the ability of 
the myxamoebae to feed upon the bacteria, since the following factors 
remained constant throughout the study: (l) The culture media were 
approximately uniform in composition: (2) the number of bacterial 
colonies per plate and the area inoculated per colony were the same in 
all cases; (3) the cultures were all incubated at the same temperature, 
22°-24° C; and (4) the bacterial colonies were all seeded with pure 
spores of D. discoideum when 2 to 3 days old. 

DICTYOSTELIUM DISCOIDEUM IN ASSOCIATION WITH COMMON SAPKOPHYTIC 

BACTERIA 

A comprehensive study of the growth and development of Dicty¬ 
ostelium discoideum in association with a large number of different 
species of saprophytic bacteria was undertaken, and for this investi¬ 
gation species belonging to the following genera and families were 
selected: Vibrio , of the Spirillaceae; Pseudomonas , Serratia 9 Escher¬ 
ichia , Aerobacter , Achromobaeter, Cellulomonas , and Chromobacterium , 
of the Gram-negative Baoteriaceae; Bacillus , of the Gram-positive, 
spore-forming Bacillaceae; Rhizobium and Azotobacter , of the nitrogen- 
fixing Nitrobacteriaceae; and Sarcina and Micrococcus , of the Coc- 
caceae. A complete list of the species studied is given in table 1. 

Inoculations with bacteria and subsequently with pure spores of 
Dictyostelium discoideum were made in the manner described above. 

The cultures were observed from time to time and a record was 
made of the time at which pseudoplasmodium formation began, of 
the character of the sorocarps produced, and of the total growth of 
Dictyostelium discoideum in association with the several bacterial cul¬ 
tures after sorocarp formation ceased. 

10 As shown in fig L A-D, tho sori are not truo spheres but are slightly teardrop or ellipsoid in shape, 
however, the percentage of error in computing them as spheres is small and is proportional for the different 
size groups. 



Table 1. —Comparative growth of Dictyostelium discoideum in association with different saprophytic bacteria on hay-infusion agar 
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The results of these studies are summarized and presented in table l, 
the total growth of IHctyostelium being recorded in the average 
number of large, medium, and small soroearps per colony and also in 
the average number of medium-sorocarp equivalents. A comparison 
of the amount of growth of Dictyostelium in association with the 
different bacteria is graphically presented in figure 2, where the 
average total growth per colony is expressed in medium-sorocarp 
equivalents. 

These studies can best be considered by discussing the growth and 
development of Dictyostelium discoideum in association with particular 
species or groups of species of bacteria. 

Dictyostelium discoideum grew well and developed normally in 
association with the following species of Gram-negative non-spore- 
forming bacteria: Pseudomonas fluorescens, two strains of Ps. schuyl - 
killiensis Chester, Kscherichia coli y Aerohacter aerogenes (Kruse) 
Beijerinck, Achromobacter globiformc (Conn) Bergey et ah, and Achro - 
mobacter radiobacter (Beijerinck and Van Delden) Bergey et al. In 
all of these cases the bacterial colonies were completely consumed by 
the feeding myxamoebae, pseudoplasmodia began to develop within 
1 1 / 2 to 2% days after the introduction of Dictyostelium spores, and the 
slime mold had virtually ceased growing by the sixth or seventh da> 
after its inoculation. The soroearps were entirely normal in pattern, 
with straight, sinuous, or loosely spiral sorophores; white to pale 
lemon-yellow sori; and circular and flattened or cone-shaped basal 
disks (fig. 1 , A-D). In association with each of these bacterial 
species, the growth of D . discoideum was in most cases as abundant 
as with Vibrio alkaliyines, the species associated with the original 
culture of the slime mold, and in some cases even more abundant 
(table 1; fig. 2). 

The character of the growth of Dictyostelium discoideum in associa¬ 
tion with Serratia marcescens Bizio (Bacillus prodigiosus Flfigge) was 
especially interesting. l T pon lmy-infusion agar this bacterial species 
produces a dilute-crimson pigmentation. The pigment is contained 
within the bacterial cells and is not water-soluble. The myxamoebae' 
of D. discoideum ingest and digest the cell bodies of S. marcesceus y but 
apparently cannot digest the pigment, which, as a result, collects in 
scattered vacuoles of varying size within the bodies of the feeding 
myxamoebae. These vacuoles of pigment are not excreted when the 
myxamoebae enter the fruiting stage, and consequently the pseudo¬ 
plasmodia are distinctly reel in color. This coloration persists 
throughout the subsequent migration of the pseudoplasmodia and 
even through the formation of the fruiting structures, so that the 
mature soroearps are characteristically colored, varying in hue from 
pink to dilute red. In such soroearps as these the spores themselves 
are uncolored, but the slime surrounding them contains rod granules 
which lend a red coloration to the sorus as a whole. The coloration 
of the sorophore and basal disk consists of minute reddish particles 
which are applied to the inner surface of the walls of the cells com¬ 
prising these structures. Pinoy (W) obtained a somewhat similar 
coloration in D. mucoroides by cultivating it with B. kieli (S. marces- 
cens'l). 

After it was found that Dictyostelium discoideum produced red 
pseudoplasmodia and soroearps when grown in association with 
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Serratio marcescens, a culture of Chromobacterium violaceum (Schroeter) 
Bergonzini (Bacillus violaceus Schroeter) was procured in the hope 
that fruiting structures of blue or violet coloration could be obtained 
in cultures with this bacterium. This objective, however, was not 
realized, for, although 

a fair growth of C. 5acfer/a/ Ca//are 

riolaceum occurred on ^soc/at e o -- T •> 

hay-infusion agar, no j 

pigment was produced Arec/abmarair //aoresrers //z y//^ 27/ d(^ ; 

and the sorocarps 1 hat Psa/ab/rorasjaPay/Pz/Pers/s 75 j , 

3 “££r lo '’‘ .«■■■» . . 

Colonies of Pseu - Psec/80/roras aerc/p/msa 
Serraf/a .'rarcescers 


5sc0er/c0/a co// 

^PeroPacfer aeroepere? 
CPramPacter/a/n y/afreea/rr 
rtcPra/aoPacfer raa'/oAacfe' 
yfe/bra/mboefer ra&'oPacfer /38^ 
.PePro/vobacfer p/oP//b^' 
0e//a/t?/7?0/?as ce/Zasea 
CePa/arwrmr bp c/a'a 
Ce/Za/a/naws f/rra 
Zac/Z/as saPt'bs 
Zac/'/c/a /neparPt?'' 

Sac/Zas .'vese"farcos 
5ac///as c/aa/cas 
5ac3/as cereas 
SacP/as /ryco/aer 


//O 

/<?/ w/MwMwztym 

i 

II 


/35& ! ! i ! 

/33?% 

/o*mm 


/s/ 

/62\ W f/f d ffi ; ; 


d o rn o n a s a er ug t n osa 
(Schroeter) Migula 
were partially con¬ 
sumed by the feeding 
myxamoebae, and the 
resulting sorocarps 
were of normal pat¬ 
tern. Both Vuillemin 
\'M) and Pinoy (W) 
attempted unsuccess¬ 
fully to cultivate Die- 
tgostel i um m ucomida s* 
in pure-mixed culture 
with this bacterial spe¬ 
cies. The difference 
between the results ob¬ 
tained by these inves¬ 
tigators and those 
obtained by the writer 
ca n probably be a 1 1 rib- 
utod to the different 
media employed. 

Fair growth a ml nor¬ 
mal development of 
I) ictuostel i u m disco idr¬ 
am occurred in colo¬ 
nies of ('ellulomifnas 
er I la sea (Kellerman et 
al.) Bergey et al., and 
the bacterial colonies 
were w holly consumed 
by the feeding mvxa- 
rnoebae. Poor growth 
of D. discoideum oc- 
currod in association 
with C. liquata iMc- 
Betli and Scales) Bergey et ah and C. Jim a (McBeth and Scales) 
Bergey et ah, but these cultures were particularly interesting 
from another standpoint. After the sorocarps matured, the Cellulo- 
monas attacked the cellulose walls of the cells of the sorophores 


soW////mrM\ 

7801 
/&sZ 

20/sa6'a*rja/mcca/r fSby/><&/?) 2*0 \2///////fy2Z\ ! 


z/'W/Z/W/M 

/ewm, i 

43 r ' 


A&bybaefer ctrvacvw* 

PyoZobacrer ^re/ara- 
Sarc/ra Zafea 
Sarc/ra f/ara 

Tf/crococcas OmJ y c// |/////^/ 

0 /0 20 30 40 50 80 70 
.Prerape yrojrfZ? per coZoay 
( *fea'/c/.v7-s0'vcarp epa/yaAea/sJ 

Fun kl 2 Comparative growth of Dictyostehum ditcouieum m asso¬ 
ciation with a number of common saprophitic bacteria growing 
ui*on hay-infusion agar 





300 


Journal of Agricultural Research 


Vol. 55, no. 4 


and basal disks of the slime mold fructifications. In some cases all 
traces of cellular structure were obliterated, and the identity of the 
sorophore remained only as a very thin-walled hyaline tube, which 
contained rounded vacuoles of varying size. It may be noted that 
the cultures of D. discoideum in association with C. fima represent 
the nearest approach to a symbiotic relationship between slime mold 
and bacteria yet encountered among the Dictyosteliaceae, inasmuch 
as at first the myxamoebae fed upon the bacteria while later the bac¬ 
teria decomposed the cellulose walls of the Dictyostelium. In these 
cultures, however, the growth of D. discoideum was so slight as to 
make a claim of true symbiosis untenable (table 1, fig. 2). 

Among species of the Gram-positive, spore-forming bacilli, good 
growth of Dictyostelium discoideum occurred in association with 
Bacillus megatherium and B. subtilis , as in the preliminary studies 
discussed above; fair growth took place in association with B. mesen - 
tericus Trevisan and B. danicus Lohnis and Westerinann; while only 
poor growth occurred in association with B. cereus and B . mycoides 
Flugge (table 1; fig. 2). The reduced growth of Dictyostelium in 
cultures with B. mesentericus, B. danicus, and B . cereus could largely 
be attributed to a smaller amount of bacterial growth and, therefore, 
of available food for the slime mold than was the case in cultures of 
B . subtilis and B. megatherium. On the other hand, B. mycoides grew 
well upon hay-infusion agar but the colonies were not noticoablv 
cleared by the myxamoebae. The writer believes that the limited 
growth of the slime mold in this case can be at tributed to the physical 
nature of the bacterial colonics. As is characteristic of B. mycoides , 
the bacilli were arranged in long chains that were not easily broken 
apart, and consequently the myxamoebae could not readily ingest the 
bacterial cells. There was no indication that the spores of any of the 
bacilli were digested, although in all cases they were ingested in large 
numbers by the myxamoebae. The sorocarps wore of normal pattern 
in cultures with all bacilli studied. 

Good growth of Dictyostelium, discoideum occurred in association 
with Rhizobium meliloti Dangeard 11 (isolated from the nodules on the 
roots of alfalfa), and the bacterial colonies were completely consumed 
by the slime mold. On the other hand, only fair growth occurred in 
association with the related species Rhizobium japonicum (Ivirchner) 
Buchanan (isolated from soybean), and the bacterial colonies were only 
partially cleared (table 1; fig, 2). No growth of Dictyostelium what¬ 
ever occurred in colonies of Rhizobium leguminosarum Frank (isolated 
from vetch). An explanation of the lack of growth in this latter case 
has not yet been found; the bacteria grew well upon hay-infusion agar, 
and the physical character of the colonies was not essentially different 
from that of R . japonicum, in which a fair growth occurred. It is 
hoped that a further study of the growth of D. discoideum in associa¬ 
tion with different species and strains of bacteria belonging to this 
genus can be undertaken in the future. 

Fair growth of Dictyostelium discoideum occurred in association with 
Azotobaeter chroococcum Boijerinck, the bacterial colonies were par¬ 
tially cleared, and the sorocarps were of normal pattern; whereas poor 

;1 The writer recognizes that members of the genus Rhizobium (Bacillus radicicola Beijerinck) are not 
saprophytic bacteria, but Includes them here as a matter of convenience. 
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growth occurred in Azotobacter vinelandii Lipman, the bacterial colo¬ 
nies being only slightly cleared. 

Dictyostelium discoideum grew well in association with Sarcina lutea , 
the bacterial colonies were wholly consumed, and normal sorocarps 
with yellow sori were produced. D. discoideum grew excellently 
(fig. 2) in association with Sarcina flava De Bary but developed more 
slowly than with S . lutea (table 1). 

Moderately good growth of Dictyostelium discoideum occurred in 
association with a culture of a yellow Micrococcus (sp.?), and the bac¬ 
terial colonies were completely consumed. The development of the 
slime mold in these cultures was especially interesting, for a large 
percentage of the mature sorocarps possessed closely spiral sorophores 
of regular and exquisite pattern. 

DICTYOSTELIUM DISCOIDEUM IN ASSOCIATION WITH BACTERIA ISOLATED FROM 
CULTURES OF THE DICTYOSTELIACEAE 

While studies with common saprophytic bacteria were being con¬ 
ducted, as described above, it was considered worth while to isolate 
the bacteria from other cultures of the Dictyosteliaceae which the 
writer had in culture and to attempt to grow’ Dictyostelium discoideum 
in association with them. 

The bacteria associated with the several cultures of Dictyosteliaceae 
were isolated in pure culture by the dilution-plate method. The 
identity 12 of the bacterial cultures thus isolated, together with the 
name and catalog number of the culture of Dictyosteliaceae from which 
each was isolated, is given in table 2. From this table it will be seen 
that, of the writer's stock cultures of the Dictyosteliaceae, Dictyo - 
stelium sphaerocephalum was accompanied by three bacterial species 
and Polysphondylinm pallidum (?) was accompanied by two species 
of bacteria, whereas all the others were accompanied by single bac¬ 
terial associates. Conversely, three slime mold cultures w T ere asso¬ 
ciated w 7 ith Vibrio alkaliyines, three with Flarobacterium denit r idea us 
(Lehmann and Neumann) Bergev et ah, tw T o with Pseudomonas 
schuylkilliensis, two with Aerobacter or Achromobacter sp., and one 
each w T ith Ps. convexa Chester, Bacillus circulars Jordan, and F. buc¬ 
cal is (Vignal) Bergev et ah There w r as no evidence pointing to an 
intimate relationship between the slime molds and the bacteria asso¬ 
ciated with them. It is interesting to note that Ps. fluorescens, which 
Nadson (12), Pinoy (16,10), and Skupienski (20, 21) found habitually 
associated wdth D. mucoroides in Europe, did not occur in a single one 
of the winter's 10 cultures of Dictyosteliaceae from the United States 
(table 2). 

Inoculation with bacteria and the introduction of pure spores of 
Dictyostelium discoideum into the resulting bacterial colonies were 
accomplished in the manner already described. 

Specific determinations made by N R ^nuth 
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The results of these studies are summarized in table 2. The time at 
which pseudoplasmodium formation began is recorded; the character 
of the sorocarps is given; and the amount of growth of Dictyostelium 
disc aide urn in association with the several bacteria is recorded in the 
average number of medium-sorocarp equivalents as well as in the aver¬ 
age number of large, medium, and small sorocarps per bacterial colony 
into which Dictyostelium was introduced. As in the preceding 
studies, the values given are averages obtained from detailed counts of 
20 colonies for each bacterial culture. A graphic comparison of the 
growth of D. discoideum in association with the several bacterial 
cultures is given in figure 3. 

As shown in table 2, Diet post cl him disco i drum grew in associa¬ 
tion with each of the bacterial cultures isolated from members of 
the 1 )ic tvost elia cea e. 

The growth of the 
slime mold varied ap¬ 
preciably with the 
d iireren t cultures. 

Considering the study 
as a whole, approxi¬ 
mately average 
growth of D. discoi- 
deum occurred in as- 
sociation with the 
strain of Vibrio alka- 
Hgines, Xo. NC 4.1, 
which was isolated 
from the type culture 
of this slime mold. 

The colonies of the 
three strains of Mbrio 
a I fcalig i n cs s t u < 1 i e d 
were not wholly con¬ 
sumed by the Dictyo¬ 
stelium , whereas the 
colonies of all other 
bacteria isolated from 
members of the Dictyosteliaceae were completely devoured by the 
feeding myxamoebuc, and the growth of the Diet yodel i urn w'as in 
direct proportion to the grow th of the associated bacteria. 

Pseudoplasmodia began to develop in 1 b days after spores of 
Dictyostelium were introduced into colonies of Aerobaeter or Achromo - 
barter sp. and species of Pseudomonas, whereas they did not appear in 
colonies of the three strains of Vibrio alkaligines u ntil 3 days after 
spore inoculation. . In colonies of Bacillus circulans, Flarobacterium 
buccalis, and F. derhtrificans , the rate of development of the slime mold 
was intermediate between the above-mentioned extremes. 

Normal sorocarps were produced in association with each culture of 
bacteria isolated from the Dictyosteliaceae. In all cases the sorocarps 
were characterized by evenly tapered, straight, sinuous, or loosely 
spiral sorophores; circular and flattened or cone-shaped basal disks; 
and white to pale lemon-yellow sori (table 2; fig. 1, A~l)). 
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The growth and development of Didgostelium discoideum in these 
cultures corresponded closely with that in cultures with common 
saprophytic bacteria, both with respect to the amount of growth 
present and with regard to the pattern of the sorocarps. There was no 
indication that bacteria which had been isolated from the Dictyoste- 
liaceae w ere favorable for 1). discoideum to a greater degree than com¬ 
mon saprophytic bacteria, which, so far as known, had never been 
associated with a slime mold. 

NUTRITION OF DICTYOSTELIUM DISCOIDEUM 

FEEDING HABITS OF THE MYXAMOEBAE 

Because of its large size, Bacillus megatherium was selected as a 
favorable form w ith which to study the manner in which myxamoebae 
of this group feed upon the bacteria that accompany them. Such an 
investigation seemed particularly pertinent because of the disparity 
in results obtained by Potts (17) and Pinov (16) with the related 
species, Didgostelium mucoroldes. 

Hanging-drop cultures were employed for this investigation, and 
hay infusion and hay-infusion agar were used as nutrient media. 
Bacillus megatherium and pure spores of Didgostelium discoideum 
w r ere inoculated together, and the growth of the slime mold w'as 
subsequently followed in microcultures by means of a Zeiss water- 
immersion lens. Corroborating the earlier work of Vuillemin (24), 
Pinoy (16), and Skupienski (21), it was found that the bacterial cells 
w r erc ingested by the myxamoebae and digested in vacuoles w ithin the 
amoeboid bodies. 

The ingestion of bacterial cells and the subsequent progressive 
digestion of the same within the bodies of living myxamoebae could 
readily be followed. Different stages in the ingestion and digestion 
of cells of Bacillus megatherium are shown in ligure 4. Figure 4, A, 
shows a myxamoeba shortly after its germination and before active 
feeding has begun; the hyaline ectoplasm (ect), the finely granular 
endoplasm (end), and the contractile vacuole (cr), are shown. The 
ingestion and digestion of bacilli by the myxamoebae of Dictgostelium 
discoideum is clearly shown in ligure 4, B\~Bl . The figures of this 
series show’ the same myxamoeba at approximately 10-minute intervals 
over a period of Of) minutes. In figure 4, B\, is shown a food vacuole 
(r)) of recent formation, and in the successive figures of the series the 
progressive digestion of the bacteria contained within it can be fol¬ 
lowed. Also shown in figure 4, B\, is the beginning of the ingestion 
of a chain of five bacilli. In figure 4, B2, the process of ingestion is 
further advanced, and in figure 4, B%, the first three cells of the chain 
have been cut off into a food vacuole (r2), and the digestion of the 
bacilli contained in it can be followed in the successive figures of the 
scries. In figure 4, #4, the last two cells of the chain have been 
been completely ingested and are contained in a third food vacuole 
(v3) and the progressive digestion of its contents can likewise ho 
followed. 

From this series of figures a conception can be gained of the rapidity 
with which feeding, that is, the ingestion and digestion of bacteria, 
occurs; for in the course of approximately an hour, five bacilli were 
ingested and almost completely digested. The writer's studies indi- 
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cate that ingestion usually occurs at some point upon the anterior 
portion of the myxamoeba, but can occur and often does occur at any 
point upon the body surface. It should be remembered, however, 
that anterior and posterior regions in these amoeboid bodies mean 
little, since the identity of the two changes constantly. 

During the digestion of Bacillus megatherium cells, certain changes 
in the form and content of the food vacuoles are regularly to be ob¬ 
served. These changes are shown diagrammatically in figure 4, Dl 
to 7)6. First, two bacilli are seen enclosed end to end in an elongate, 
ellipsoid vacuole. The vacuole tends to become spherical, and the 
two bacteria become separated and so displaced that they lie with 
their long axes either perpendicular or parallel to one another. During 
this time the vacuole becomes progressively smaller, and meanwhile 
an interesting change regularly takes place within the bodies of the 



>'k.i kk t - Camera Jucuiu MiHWings of inj \umoebac of Diet yoatt hum tiiminUu m feeding on eelLs of liaallu \ 
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Dl-JJO, food vacuole "bow mg bacilli in progiessive stages of digestion 

enclosed bacteria. Digestion first becomes evident near the middle 
region of an engulfed bacillus and becomes successively more distinct 
until the bacterial cell is completely digested at this point. The frac¬ 
tions of the original bacillus become more and more reduced in size 
and usually become further fragmented, while the vacuole becomes 
progressively smaller and finally disappears within the granular 
endoplasm of the myxamoeba. 

Myxamoebae of Dictyostelium discoideum ingested and rapidly di¬ 
gested the vegetative cells of Bacillus megatherium , while the spores, 
although ingested in large numbers, were not digested (fig. 4, O). 

The results of the writer’s investigation upon the manner of feeding 
in Dictyostelium discoideum are in agreement with the studies reported 
by Vuillemin (£4), Pinoy (16), and Skupienski (21) for D. mucoroides f 
while they were in marked disagreement with the results report ed In 
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Potts (77), who reported that the bacteria were digested extracollularly 
by the myxamoebae of I). mucoroides. 

In this connection it is interesting to note that in the Myxogastrales, 
a related order of the Mycetozoa, a somewhat similar ingestion and 
digestion of bacteria by the swarm cells occurs. This was first observed 
by Lister (9) and has since been studied in detail by Gilbert (4, $) and 
Smart. 13 


GROSS CLEARANCE OF BACTERIAL COLONIES BY THE MYXAMOEBAE 

Working with Dictyostelium mucoroides, Potts (77) was the first to 
report the clearance and consumption of bacterial colonies by the 
myxamoebae of the Dictyosteliaceae, and this observation led to his 
discovery that D. mucoroides was dependent upon bacteria for its 
nutriment. In the case of D. discoideum the writer has found, as has 
been noted, that when spores of this slime mold are inoculated into 
colonies of bacteria upon hay-infusion agar the colonies are completely 
consumed in the majority of cases. Typically, the clearance of the 
colonies occurred in the following manner. After spores of D. dis¬ 
coideum are inoculated into the center of the bacterial colony, the first 
macroscopic evidence of the growth of the slime mold appears, approxi¬ 
mately 18 to 24 hours later, as a small, cleared area at the point of 
inoculation. During the succeeding 18 to 24 hours, this area expands 
and the formerly smooth central area of the colony, now largely devoid 
of bacteria, becomes dull and minutely roughened. At the end of 
this period of approximately 1 '■> to 2 days the myxamoebae at the 
center of the colony begin the formation of pseudoplasmodia, and at 
the same time the cleared area is enlarged as the result of continued 
feeding by the remaining myxamoebae. 

Among the factors that influence the rate and extent of clearance 
of the bacterial colony by the myxamoebae of Dictyostelium discoideum , 
may lie listed (1) the character of the bacterial growth and (2) the 
composition of the underlying medium. It has already been noted 
that D. discoideum is able to feed only meagerlv upon Bacillus mycoides 
because of the mycoicl character of the bacterial growth and that the 
colonies of that species are not noticeably consumed. Also, D. dis¬ 
coideum grows poorly or not at all in bacterial colonies characterized 
by the presence of a large amount of gum. An investigation is now 
in progress on the influence of the composition of the medium on the 
rate and extent of colony clearance. 

UTILIZATION OF KILLED BACTERIA BY THE MYXAMOEBAE 

In the foregoing studies, Dictyostelium discoideum was in all cases 
grown in colonies of living bacteria, and the question arose as to 
whether living bacteria were essential to the growth of the myxamoe¬ 
bae and the subsequent development of a species of the Dictyosteli¬ 
aceae. Some studies of a somewhat similar nature were made by 
earlier investigators. Potts (17) reported that D . mucoroides could 
grow T upon cells of Bacterium fimbriatum that had been killed with 
chloroform but could not grow upon similar cells killed with alcohol or 
ether, and could not grow upon cells of Bacillus megatherium that had 
been killed by any agent. Pinoy (W) reported that D. mucoroides 

13 Smart, R F the influence of external factors on the behavior and development of thf. 
myxomyletes rnpublMmi Thesis, JPh 1>, Harvard Cni versa >. HtfW 
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could not grow upon cells of Bacillus fluorescent* Uquefaciens that had 
been killed by ether, chloroform, or other agents, and that the slime 
mold could grow only in the presence of living bacteria. The writer, 
therefore, undertook to determine whether D. discoideum could feed 
upon killed bacteria and, if so, whether normal development of the 
slime mold would subsequently take place. 

tier ratio marcescens and Achromobacter radiobacter were chosen for 
this study. Two experiments were performed, the bacteria in one 
being killed by heat and in the other by ultraviolet light. In the 
first of these experiments, colonies of the above-mentioned bacteria 
were allowed to develop for 3 days upon hay-infusion agar in Petri 
plates. At the end of that period the cultures, with the dish covers 
removed, were exposed to flowing steam in the autoclave for 10 
minutes. The plates were then carefully removed in order that the 
floating bacterial colonies would not sink into the melted agar, and 
the medium was allowed to resolidify. To make certain the bacteria 
had been killed, nutrient agar tubes were inoculated with bacteria 
taken from the several colonies. When it was found that no viable 
bacteria remained, pure spores of Dictyostelium discoideum were intro¬ 
duced into the bacterial colonies. Good growth and normal develop¬ 
ment of D. discoideum occurred in the colonies of killed bacteria. 
The colonies were consumed in a manner similar to that already 
described for colonies of living bacteria. 

In the second experiment, colonies of the above-mentioned bacteria 
were grown upon hay-infusion agar for 3 days and were then exposed 
to ultraviolet light. 14 As described above, nutrient agar tubes were 
inoculated with bacteria from the exposed colonies to make certain 
that the bacteria had been killed. Pure spores of Dictyostelium 
discoideum were then introduced into the exposed colonies and into 
similar colonies that had been shielded from the ultraviolet light. 
Better growth of D. discoideum occurred in the shielded (living) 
colonies than in the exposed (killed) colonies, but the development of 
the slime mold in the exposed colonies was entirely normal in character 
and soroenrps of normal pattern were produced (fig. 1, A D). 

UTILIZATION OF NUTRIENTS IN SOLUTION BY THE MYXAMOEBAE 

Since the myxamoebae of Dictyostelium discoideum , contrary to what 
Pinoy (//>) reported for D. mucoroides , were not obligatelv dependent 
upon living bacteria, the problem arose as to whether bacteria w r ere 
really essential for the grow th and development of species of Dictyo¬ 
stelium. Although limited time has prevented the writer from investi¬ 
gating this point exhaustively, some pertinent infoimotion has been 
obtained. 

Bacteria-free spores of Dictyostelium discoideum were repeatedly 
inoculated upon various infusion media made from hay, dung, potatoes, 
carrots, peas, mushrooms, or yeast, and upon a number of synthetic 
media containing varying amounts of peptone and some carbohydrate. 
With two exceptions, no growth whatever of the Dictyostelium occurred 
in such cultures in the absence of bacteria, and in the two exceptions 
the growth of the slime mold was very slight. These exceptions 
occurred under the following circumstances: (1) Upon an agar medium 
made from the broth of canned green peas, a very limited vegetative 

u The writer is indebted to Ur. William Arnold for making the light exposures. 
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growth of the myxamoebae occurred; the myxamoebae, however, 
remained widely scattered and no pseudoplasmodia whatever were 
produced. (2) A very limited growth of D. discoideum occurred in 
the absence of bacteria upon media containing 1 percent of lactose 
and from 3 to 5 percent of peptone; here again, myxamoebae were 
few in number and scattered; however, a few micropseudoplasmodia 
developed, and from these minute sorocarps were formed. 

A third experiment was performed in order to determine whether 
the myxamoebae could feed upon products which were of bacterial 
origin but which were not contained within the bacterial cells. Large 
colonies of Escherichia coli were grown upon a favorable medium and 
when 3 days old were scraped off and suspended in approximately 
10 volumes of water. This suspension was vigorously shaken and 
was then filtered through an L2 Chamber]and filter. The unheated 
sterile filtrate was solidified with sterile agar, and Petri plates of this 
medium were subsequently inoculated with pure spores of Dictyo¬ 
stelium discoideum . Spore germination occurred, but no vegetative 
growth of the slime mold took place. Thus it was indicated that 
soluble products resulting from bacterial growth could not be used as 
nutriment by the myxamoebae of J). discoideum . 

The writer's results obtained with peptone-ricli agar are especially 
interesting, since Nadson (12) reported a meager growth of Dictyo - 
stelium mucoroides in the absence of bacteria in a solution containing 
phosphates and 5 percent of peptone. The correctness of Nadson's 
work was later questioned by Potts (17) and Pinoy (16), on the basis 
of their studies with that slime mold. 

The studies reported by Nadson (12) on Dictyostelium mucoroides 
and the writer's studies on D. discoideum would indicate that through 
continued study some synthetic medium will probably be found upon 
which a fair growth and normal development of the Dictyosteliaceae 
can take place in the complete absence of bacteria. 

RELATION BETWEEN DICTYOSTELIUM DISCOIDEUM AND 
ASSOCIATED BACTERIA 

A role of importance was first attributed to the accompanying 
bacteria by Nadson (12), who, working witli Dictyostelium mucoroides 
in association with Bacillus jluorescens liquefaciens, reported that the 
slime mold and associated bacteria were symbionts. He believed 
that the bacteria favored the Dictyostelium by creating an alkaline 
reaction in the culture, while the Dictyostelium favored the bacteria 
by supplying them with foodstuffs in the form of mucus, empty spore 
cases, etc. Skupienski (21) likewise considered D. mucoroides to be 
symbiotic with the associated bacteria. lie based his belief upon the 
following points: (1) Z>. mucoroides was always associated with bac¬ 
teria and. the habitual associate was a single species, B. jluorescens 
liquefaciens (12, 15, 20); (2) bacteria were often seen clustered at the 
posterior end of the myxamoebae in the region of the contractile 
vacuole, and this he interpreted as indicating that the myxamoebae 
excreted something that favored the bacteria. 

Potts (17) observed that Dictyostelium mucoroides grew only in the 
presence of bacteria and that it consumed the bacterial colonies in 
which it fed. He found no evidence to indicate that the bacteria 
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gained anything from the association, and concluded that since the 
slime mold could grow with at least four different species the relation¬ 
ship could not be one of symbiosis. 

In terming Dictyostelium mvcoroides a “bacteriophage”, Vuilleinin 
( 24 ) obviously considered the relationship as one approaching parasi¬ 
tism of the bacteria by the slime mold. Going one step further, 
Pinoy (16) reported that the Dictyosteliaceae studied by him could 
grow only in the presence of living bacteria and considered that the 
myxnmoebae were truly parasitic upon the bacterial colonies in 
which they grew. 

If Ward’s (25) definition, that symbiosis is the cooperation of two 
associated organisms to their mutual advantage, is accepted, the 
writer’s investigations gave no indication of a true symbiosis between 
Dictyostelium discoideum and any of the bacteria that have at different 
times accompanied it. As has been shown, the myxamoebae of this 
species ingested and digested the associated bacteria, and the colonies 
of bacteria were in the majority of cases completely consumed. On 
the other hand, there was no evidence that the growth of the accom¬ 
panying bacteria was enhanced in any way by the presence of the 
slime mold. Further, the fact that D. discoideum grew equally well 
with many species of bacteria points to an absence of symbiosis. If 
any degree of symbiosis had existed between the slime mold and the 
accompanying bacteria, the following conditions should have pre¬ 
vailed: (1) D. discoideum should have grown better in association 
with Vibrio alkaliyines , the bacterium that accompanied the original 
culture, than in association with bacteria isolated from other species 
of Dictyostelium; (2) D. discoideum should have grown better in 
association with bacteria isolated from other species of Dictyostelium 
than in association with bacteria isolated from species of the related 
genus Polysphondylium ; and (3) D. discoideum should have grown 
better in association with bacteria isolated from species of the Dic¬ 
tyosteliaceae in general than in association with the bacteria that, 

far as known, had never been associated with these slime molds. 
As clearly shown by the experiments discussed above, such results 
wen* not obtained (tables 1 and 2). 

On evidence from his own studies, the writer is led to consider the 
relationship between the two organisms as one of a modified or spe¬ 
cialized type of parasitism of bacteria by the myxamoebae The term 
“modified parasitism” is used because one does not usually think of 
an organism being parasitized by another organism of greater size 
that itself. On the other hand, if one considers a bacterial colony as 
a distinct entity in itself rather than as an assemblage of individuals 
(i. e., bacterial cells), then Pinny’s view' that the myxamoebae arc 
parasitic upon colonies of bacteria is thoroughly accurate. Perhaps 
more correctlv the myxamoebae should be regarded as predatory on 
the bacteria. 

It is often convenient to refer to the associated bacteria as “host” 
to ttie Dictyostelium , and to the different bacteria with which D. 
discoideum will grow r as its “host range.” It should, however, be 
remembered that these terms are not used hore in the usual sense, 
for, as in the case of parasitism, one does not usually think of an 
organism being host to a much larger organism than itself. 
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DISCUSSION 

Because of certain unique features in its developmental history, 
Dictyostelium. diseoideum is a peculiarly favorable species with which 
to study problems pertaining to the relation between a member of the 
Dictyosteliaceae and the bacteria that accompany it. The vegetative 
stage in this and other species of the genus is indistinguishable; and 
similarly, the formation of pseudoplasmodia in 1). diseoideum is like 
that in other Dictyostelia. After the formation of the pseudoplasmo¬ 
dia, however, marked differences in behavior occur. The compact 
pseudoplasmodium of D. diseoideum typically leaves the bacterial 
colony in which it develops, migrates for a greater of less distance 
across the agar surface, and then builds an erect sorocarp. On the 
other hand, the pseudoplasmodia of other species of the Dictyostelia¬ 
ceae do not migrate, but build their sorocarps directly from the points 
of origin of the pseudoplasmodia within the bacterial colony. From 
the standpoint of cultural studies this difference is of the greatest 
importance. In migrating across the agar surface, the pseudo¬ 
plasmodium of 1). diseoideum divests itself of bacteria and subsequently 
forms an isolated sorocarp upon the sterile agar surface. Such soro¬ 
carps regularly bear spores that are free from bacteria. In other 
species, where the base of the stalk always remains within the bac¬ 
terial colony, bacteria are carried up the sorocarp during its formation 
,or ascend the sorocarp shortly after its development is complete, and 
the spores borne by it are not regularly free from bacteria. 

Dictyostelium diseoideum can at will be placed in pure-mixed culture 
with any pure culture of bacteria simply by inoculating spores from 
isolated sorocarps into colonies of the selected bacteria. The ease of 
this operation stands in sharp contrast with the methods employed 
by Potts (17) and Pinoy (16) for securing pure-mixed cultures of D 
mucoroides in association with bacteria other than those with which 
they isolated the slime mold. Potts (17) initially isolated I). mu¬ 
coroides in association with Bacterium fimbriatum . To secure a culture 
of the slime mold in association with Bacillus megatherium alone, he 
cultured Dictyostelium in successive colonies of B. megatherium until 
Bad. fimbriatum was wholly eliminated. The technique employed 
by Pinoy (16) was likewise tedious. D. mucoroides was grown in pure- 
mixed culture with B. fuorescens Hquefaciens , and spores from such 
cultures were suspended in water and drawn into capillary tubes, 
which were subsequently exposed to a temperature of 5(>° C. for 2 
minutes. This exposure, according to Pinoy’s report, killed the bac¬ 
teria, while the majority of the spores of 1). mucoroides remained 
viable. Conversely, Skupienski (20) reports that he attempted to 
free spores of the same slime mold from B. fuorescens liquejaeiens by 
this method and found that the bacteria were more heat-resistant 
than the Dictyostelium spores. 

The present studies show r that a member of the Dictyosteliaceae can 
grow in association with a much greater number and w r ith a wider 
range of bacterial species than was known from previously published 
works. Nadson (12), Vuillemin (24), and Skupienski (20, 21) culti¬ 
vated Dictyostelium mucoroides in association only with the fluorescent 
bacteria with which they isolated the slime mold. Potts (17) suc¬ 
ceeded in growing the same slime mold in association with three 
species of bacteria other than Bacterium fimbriatum , which originally 
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accompanied his culture of DictyosteUum . Pinoy ( 15 , 16) isolated D. 
mucoroides with Bacillus fluoresce ns liquefaciens and subsequently cul¬ 
tivated it in pure-mixed culture with seven additional species of bac¬ 
teria. With the single exception of Rhizobium leguminosarum , the 
writer succeeded in growing I). discoideum in association with each of 
the 42 pure cultures, representing 32 species of bacteria, which were 
investigated in this survey. Included among this number were a 
large number of common saprophytic forms and several bacteria 
that had been isolated from cultures of Dictyosteliaceae. From the 
standpoint of classification and natural groupings, the species studied 
included members of the following families (after Bergey et al. (/)): 
Bacteriaeeae, Bacillaceae, Coccaceae, Spirillaceae, and Nitrobac- 
teriaceae (tables 1 and 2). 

Particular attention was given in the present study to establishing 
standardized culture practices and methods that would enable one 
to study and compare quantitatively the growth of a species of the 
Dictyosteliaceae in association with different bacteria. Objections 
may possibly be raised to the methods employed. However, after 
extended study of the problem, the writer is convinced that so long as 
the culture medium is kept uniform in composition and in the amount 
used per plate and so long as the number of colonies and the disposi¬ 
tion of these colonies on the culture plate are kept constant , the number 
(and size) of sorocarps produced per bacterial colony affords the most 
reliable and the most convenient measure of the growth of a species 
of the Dictyosteliaceae. 

Appreciable variation in the amount of growth of DictyosteUum 
discoideum occurred in association with the different bacterial species, 
and even with different strains of the same species (figs. 2 and 3). 
This variation in growth of the slime mold could be attributed either 
to the amount of bacterial growth or to the availability of the bacteria. 
In the majority of cases, the bacterial colonies were wholly consumed 
and the amount of DictyosteUum growth was directly proportional to 
the amount of bacterial growth. In other oases, the conditions 
within the bacterial colonies were not entirely favorable to Dictyo - 
sUlium and factors other than the quantity of bacteria governed the 
amount of growth of D. discoideum. 

When grown upon hay-infusion agar, Gram-negative and Gram¬ 
positive bacteria alike afforded favorable nutriment for DictyosteUum 
discoideum. Thus the writer’s investigations corroborate, in this 
regard, the results obtained earlier by Potts (/?'), who reported that 
D. mucoroides grew well with either Gram-negative (Bacillus flu ore s- 
cens liquefaciens and Bacterium limb datum) or Gram-positive (Bacil¬ 
lus subtil is and B. megatherium) bacteria. Contrary to these results, 
Pinoy (16) reported that D. mucoroides could not grow w T ith Grain- 
positive bacteria (B. subtil is and B. megatherium ), and attributed 
Potts' (17) earlier success to impure cultures in which small Gram- 
negative bacteria accompanied unnoticed the larger Gram-positive 
bacilli. Vuillemin ( 24 ) and Pinoy (16) attempted unsuccessfully to 
grow D. mucoroides in pure-mixed culture with B. pyocyaneus f wiiereas 
the writer succeeded, in cultivating D. discoideum in association with 
this bacterial species. 

What, then, is the explanation of this lack of agreement among 
students of the Dictyosteliaceae? Can the disparity in results be 
explained by an essential difference between DictyosteUum mucoroides 
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and I), discoideum in tlicir ability to feed upon certain bacteria? 
The writer’s studies do not indicate suoli an explanation, for in his 
experience the growth of IK rnucoroides and I), discoideum in associa¬ 
tion with the same bacterial species upon the same medium was 
comparable both in amount and in vigor. Furthermore, Potts and 
Pinoy obtained results which were diametrically opposed oven when 
they studied the same species of slime mold (IK rnucoroides) in asso¬ 
ciation with the same species of bacteria (Bacillus subtilis and B. 
megatherium). The writer believes that the primary explanation of the 
difference in results obtained by students of this group consists 
neither in a difference between the species or strains of Dictyostelium 
studied nor in a difference between the strains of bacteria investi¬ 
gated, but in the difference between the media employed as substrata 
for the bacteria. Potts (17) used maize-extract media and noted 
that its chief advantage resided in the fact that its nutrients were 
relatively unavailable to the bacteria tested. The nutritive composi¬ 
tion of the hay-infusion agar employed by the writer is not known, 
but it was not a rich medium and the nutritive materials it contained 
were not of a type that would be readily available to the bacteria 
studied. Upon the basis of the writer’s studies with I), discoideum 
the following conclusion can be stated as a general rule The more 
dilute a medium is in nutrients, or the less accessible its nutrients 
are to a large number of different bacterial species, the more probable 
it is that a member of the Dictyosteliaceae will be able to grow in 
association with a large number of bacterial species upon that medium. 

It is on this basis that the writer believes the difference in results 
obtained by students of the Dictyosteliaceae are to be explained. 
To understand the whole situation, the composition and the con¬ 
centration of the media and the fermentive ability of the associated 
bacteria must be known. This matter is now being investigated. 

Contrary to the view's of Nadson (12) and Skupienski [2D, who 
worked with Dictyostelium rnucoroides , the writer found no indication 
of a symbiotic relationship between I). discoideum and the bacteria 
with which it was associated. Rather, the myxamoebao of the slime 
mold should bo considered as predatory upon the accompanying 
bacteria. This view', in general, conforms to those earlier set forth 
by Potts (17), Vuillemin (24), and Pinoy (16). There was no indica¬ 
tion that I). discoideum could grow r better in association with bacteria 
which had been isolated from cultures of Dictyosteliaceae than in 
association with common saprophytic bacteria which, so far as know'll, 
had never been associated with slime molds. Furthermore, there w as 
no indication that the Dictyosteliaceae are habitually associated in 
nature with the fluorescent bacteria as indicated by the investigations 
of earlier workers (12, 15 , 20, 24). The evidence W'ould indicate 
that it is purely a matter of chance what soil bacteria the slime mold 
happens to be growing with at the time isolation is made. It is not 
considered significant that the majority of the writer’s cultures of the 
Dictyosteliaceae were associated with single species of bacteria 
(table 2), for other species of bacteria, which probably accompanied 
the slime molds at the time of their original isolation, could have 
been weeded out by the repeated transfers incident to laboratory 
cultivation. 

Finally, the question arises concerning the possible significance of 
the fact that Dictyostelium discoideum is able to grow 7 in association 
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with a large number of bacterial species belonging to widely separated 
groups. 7). discoideum is not widely distributed in nature and it is 
probable that this slime mold is not an active constituent of the soil 
flora. On the other hand, from the work of Raper and Thom (19) it 
is known that other species of this group are common in soil and in 
decaying vegetation, and it is possible that these may play a more 
important role in soil economy than has hitherto been attributed to 
them. Assuming that such common forms as D . mucoroides and 
Polysphondylium violaceum can likewise feed upon an equally wide 
variety of different bacteria, it is entirely possible that under certain 
circumstances they may alter the bacteriological population of the 
soil appreciably. 

Another significant point brought out by these studies consists in 
the fact that Didyostelium discoideum is shown to be an exceptionally 
favorable organism with which to study experimentallv the relation 
and interaction between a small amoeba (i. e., myxamoeba) of the soil 
and the bacteria upon which it feeds. The following characters 
recommend it for such experimental studies: (1) It is easily cultivated 
in the laboratory; (2) it will feed upon a wide range of bacteria 
belonging to diverse groups when these are grown upon favorable 
media; (3) it can be placed in pure-mixed culture with any bacterial 
species at will by selecting isolated sorocarps as spore sources; and 
(4) it forms characteristic fruit structures which immediately identify 
the species. 

SUMMARY 

Didyostelium discoideum regularly grows within the limits of 
bacterial colonies, but the pseudoplasmodia typically leave the 
bacterial colonies in which they develop and migrate for a greater or 
less distance across the agar surface before forming sorocarps. 

During their migration, the pseudoplasmodia divest themselves of 
all bacteria, and the spores borne in sorocarps formed at a distance of 
0.5 cm or more beyond the limits of the bacterial colony are regularly 
free from bacteria. 

The type culture of I), discoideum was accompanied by the single 
bacterial species T 'ibrio aikaligines Lehm. and Neum. However, by 
selecting isolated sorocarps, which are baeteria-free, as spore sources, 
the slime mold could be readily grown in pure-mixed culture with 
other bacteria. 

Standardized culture practices were employed and methods were 
developed whereby the growth of D. discoideum in association with 
different bacteria could be quantitatively compared. The amount of 
growth was ascertained by determining the average number of large, 
medium, and small sorocarps per colony. Quantitative comparisons 
of the growth with different bacterial associates were made by con¬ 
verting the sorocarps of all sizes into terms of medium sorocarps. 
For such a unit the term “mcdhim-sorocarp equivalent V 1ms been 
used. 

/>. discoideum w r as grown in association with a large number of 
saprophytic bacteria, including representatives of such diverse groups 
as the Gram-negative, nonspore-forming Bacteriaceae, the Gram¬ 
positive, spore-forming Bacillaceae, the Coccaceae, the Nitrobacteria- 
ceae, and the Spirillaceae. 
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In the majority of cases, the bacterial colonies were completely 
consumed by the feeding myxamoebae, and the amount of growth of 
I), discoideum was directly proportional to the growth of the bacteria. 
In other cases, the amount of growth was governed by the physical 
character of the bacterial colonies or by unknown factors. 

D . discoideum grew well in association with either Gram-negative 
or Gram-positive bacteria. On the whole, somewhat better growth 
occurred with Gram-negative than with Gram-positive species. How¬ 
ever, there were exceptions to this rule, for very poor growth of the 
slime mold occurred with some Gram-negative species, whereas very 
good growth occurred with some Gram-positive forms. 

The growth and development of I). discoideum in association with 
bacteria isolated from other members of the Dictyosteliaceae closely 
resembled that with common saprophytic bacteria. There was no 
indication that the Dictyosteliaceae were regularly associated in 
nature with any particular species or group of bacteria. 

The sorocarps were essentially alike in all cultures studied except 
those with Ser ratio, marcescens, where the sorocarps were of normal 
form but were red in color owing to the presence of a bacterial pigment, 
and those with Micrococcus sp., where the sorocarps were of normal 
color but were characterized by closely spiral sorophores. 

The myxamoebae of I), discoideum feed by the ingestion and 
digestion of bacterial cells. Spores of the Gram-positive bacilli are 
ingested but are not digested. 

The myxamoebae of D . discoideum can feed upon bacterial cells that 
have been killed by heat or by exposure to ultraviolet light; a less 
lxuriant but normal growth and development of the slime mold 
occurs in such cultures. 

A very meager and abnormal vegetative growth of I). discoideum 
was obtained upon pea-broth agar and upon peptone-rich agar, in the 
total absence of bacteria. 

The myxamoebae of I). discoidtum are predatory upon the accom¬ 
panying bacteria and there is no indication that the bacteria gain 
anything from their association with the slime mold. Therefore, the 
relationship between the two organisms cannot be regarded as one of 
symbiosis. 

D. discoideum affords a particularly favorable organism with which 
to study problems pertaining to the relation between a small amoeba 
of the soil and the bacteria upon which it feeds. 

Species of the Dictyosteliaceae may be capable of appreciably 
altering the bacteriological flora of decaying vegetation in soils, 
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SUSCEPTIBILITY TO CRONARTIUM KtBIGOLAr-W'^THE 
FOUR PRINCIPAL RIBES SPECIES FOUND WITHIN THE 
COMMERCIAL RANGE OF PINUS MONTICOLA 1 

By J. L. Mielkk and T. W. Childb, assistant pathologists , and H. G. Lachmund, 
formerly pathologist, Division of Forest Pathology , Bureau of Plant Industry , 
United States Department of Agriculture 3 

INTRODUCTION 

White-pine blister rust (Cronartium ribicola Fiscli.) was discovered 
in western North America in the fall of 1921 (/). 3 By that time it 
had become distributed in eastern North America over a large section 
of the range of northern white pine (Pinus strobus L.), where measures 
were being energetically applied for its control (18, pp. 80-90). 
Earlier reconnaissance for the disease in the western portion of the 
continent had given negative results, and as for some years rigid 
quarantines had been in effect to prevent its introduction into western 
territory, hope was felt that the West, with its magnificent stands of 
western white pine (P. mo at i col a Dougl.) and sugar pine ( P . leumber - 
tmna Dougl.) might be kept free from this destructive parasite 
(18, p. 82). Scouting in 1922, however, showed the disease to be widely 
distributed on ribes 4 in the coastal region west of the Cascade Range, 
from southwestern Washington to the northern end of Vancouver 
Island in British Columbia, and over a large area about 100 miles 
north of the international boundary in the interior of British Columbia 
in the region that included the towns of Canoe, Revelstoke, and 
Beaton. Within this range it was found on western white pine at 
numerous points from the Puget Sound section of Washington to the 
northern limits of this species about 150 miles north of tho inter¬ 
national boundary, and also at several points in the infected area in 
the interior of British Columbia (10). 

Studies showed that the disease had been present on pines in some 
of the infected areas for several years, evidently having been intro¬ 
duced near Vancouver, British Columbia, about 1910, and that it 
was spreading and intensifying with great rapidity (5, 10). Evidence 
secured in 1922 and 1923 indicated that wind-borne aeciospores were 
annually infecting ribes at distances of over a hundred miles from the 
centers of pine infection and aeciospore production ( 5 , 10). At this 
rate of spread it was obvious that the rust would soon invade the 
commercial range of western white pine, which was only a little over 

> Received for publication Dec. ft, 193G; issued September 1937. 

* The authors are under obligation to J. 8. Boyce, Division of Forest Pathology, under whose general su¬ 
pervision the study was begun; to G. B. Posey, formerly of the Division of Plant Disease Control. Bureau 
of Entomology and Plant Quarantine, for assistance and advice given in developing the basic plan of study; 
and to W. V. Benedict. C. N. Partington, E. M. Hornibrook, L. D. Lloyd, J. w. Kimmey, C. J. Nusbaum; 
A. A. McCready, and T. S. Buchanan, who assisted in the collection of the data. Especial indebtedness 
is acknowledged to the late A. T. Davidson, in charge of blister rust investigations for the Dominion Gov- 
eminent, to If. T. Gtlssow, Dominion botanist, and to other members of the Dominion and Provincial 
Governments for their friendly cooperation during the course of the investigations in Canada. 

^ Reference is made by number (italic) to Literature Cited, p. 345. 

< The genus name Ribes and the common noun ribes are used in this paper to include both currants and 
pooselierrtes. 


Journal of Agricultuial Research, 
Washington, D. O. 


<ai7) 


VoJ. 55, no. 5 
Sept. 1, 1937 
Key no. G-105 


161162—37-1 




318 


Journal oj Agricultural Research voi. w, no. 5 


100 miles south of the infected area in the interior pine belt of British 
Columbia. This situation made urgent the development of measures 
for the protection of the pine area of northern Idaho and adjacent 
Montana and Washington, and control operations were promptly 
instituted. Spread since 1922 has borne out these assumptions, for 
the rust was first found there in 1928 and is now well established 
within the area (11, 20, 21). 

One of the first problems in connection with research on the disease 
in the West was to determine the susceptibility of western host 
plants, both pines and ribes (5,pp. 875-877, 881-882). In both cases 
information was meager, consisting, in the case of the pines, prin¬ 
cipally of evidence of high susceptibility in Pinus JlexUis (18, p. 75), 
and, for the various species of ribes, being based only on limited 
inoculation tests (usually in the greenhouse) in the eastern part of 
the United States (13, pj). 18-20). 

Preliminary observations in western pine infection centers were 
alone sufficient to demonstrate that western white pine was highly 
susceptible, evidently more so than northern white pine, 6 and studies 
were started in 1922 to determine the character of infection on such 
ribes species as were present in the infected area. The primary object 
of the studies was to obtain information applicable to the development 
of measures for the control of the rust. In view of the impending 
spread of the disease into the commercial range of western white pine, 
* the most urgent problem in the investigations was to obtain a knowl¬ 
edge of the susceptibility and telium-producing capacity of the rust 
on the important ribes species in that region. The present paper 
reports the results of these investigations. 


RANGE LIMITS OF WESTERN WHITE PINES IN RELATION TO 
SPREAD OF THE RUST 


White pine species of the region, including the infected areas and 
the Idaho white pine and California sugar pine stands, are western 
white pine, whitebark pine (Pinus albicaulis Engelm.), limber pine 
(P. JlexUis James), bristlecone pine (P. aristata Engelm.), foxtail pine 
(P. baljouriana Murray), and sugar pine. These species are all known 
to be susceptible to the rust (9, 13, 14 ). Their composite botanical 
ranges in this region and the range of the fungus as determined in 
1922 and in 1932 are shown in figure 1. 

While some of these pine species are valuable only for aesthetic or 
watershed-protection purposes, the commercial value alone of western 
white pine and sugar pine must be calculated in hundreds of millions 
of dollars, and their ultimate value to the region in which they occur 
is much larger. 

Western white pine occurs in two belts, which may be designated 
“coastal” and “interior.” The coastal belt is one of scattered occur¬ 
rence of the species. It extends from the southern portion of the 
Sierra Nevada in California, northward through western Oregon and 
Washington, mainly along the Cascade Range, to Puget Sound, and 
thence through the coastal region of northwestern Washington and 
southwestern British Columbia to about the northern end of Van¬ 
couver Island. The interior belt centers in the area of northern 
Idaho, northeastern Washington, and western Montana and stretches 


•Bom,.J. S. fathological INVESTIGATIVE work. Third Western White Pine Blister Bust Conf., 
Portland, Oreg., 1922, Kept. Proc., pp. 56-00. [Mimeographed.] 
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northward into British Columbia for about 200 miles. The main 
commercial range of western white pine is confined to the States 
mentioned, where the lumber industry is largely dependent upon this 
tree for its existence. 

Wild ribes are widespread over the entire territory, both inside and 
outside the range of the pines. 



Fig im 1 1.—Composite botanical range limits of white pine species in the West and known range of white- 

pine blister rust in 1922 and 1932. 


From the distribution outlined above and from the map (fig. 1), 
it is evident that continuous belts of susceptible white pine exist 
through winch the rust may be expected to spread from its known 
areas of distribution in 1922, over both the coastal and the interior 
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range of western wliite pine. The known range of the rust in 1932 
indicates that the expected spread is in rapid progress. 

RIBES SPECIES INVOLVED AND PREVIOUS STUDIES OF THEIR 

SUSCEPTIBILITY 

At the time the rust was discovered in the West in 1921, little was 
known concerning the character or extent of association of ribes with 
commercial western white pine. By the end of 1923, however, 
reconnaissance 6 had indicated that for control purposes the commer¬ 
cial pine area centering in Idaho falls naturally into two main types— 
the stream type, which consists of moist stream-bank and bottom 
land characterized by profuse occurrence of ribes; and the timber 
type, which extends up and away from the stream type and in which 
ribes are more scattered. The most common species found in the 
stream type are Ribes lacustre (Pers.) Poir., R. petiolare Dough, and 
R. inerme Rydb., the last two usually occurring in dense concentra¬ 
tions. The common species of the timber type are R. viscosissimum 
Pursh and R. lacustre . The last-named is generally more abundant 
numerically in both types than any of the other species. Species 
other than those mentioned are seldom encountered in either type. 

When the study was started little was known of the susceptibility 
of three of the four ribes species mentioned, and nothing at all of the 
‘fourth, R. petiolare. Spaulding in 1922 (IS, pp. 18-20) reported that a 
medium degree of infection developed on a relatively few bushes of 
R. lacustre , R. viscosissimum , and R. inerme when they were subjected 
to tests in the greenhouse and that slight infection developed on R. 
lacustre out of doors. Preliminary results of the present studies were 
reported in 1926 (5), showing susceptibility and tclium-produeing 
capacity to be high for R . petiolare and R. inerme and relatively low 
for R. mscosissimum and R. lacustre. In 1928, Hahn {2, p. 080) 
published results of greenhouse tests with these species in the East, 
which generally corroborated Spaulding’s earlier results there and also 
showed R. petiolare to be susceptible. In neither Spaulding’s nor 
Hahn’s results, however, were any data given on the telium-producing 
capacity of the ribes, which is a primary consideration in control. 
Moreover, with the exception of R . lacustre , these results include 
nothing with regard to the reaction of the species out of doors. 

Spaulding states, with respect to greenhouse inoculations (IS, p. 16), 
“It was felt that greenhouse tests alone were not dependable for sus¬ 
ceptibility data.” The writers concur in this opinion. Hart (4, pp. 
930 , 9/+4~945)> working with stem rust of wheat, mentions instances 
in which tests conducted under the unnatural conditions of the green- 
house have given results contradictory to those secured in the field. 
Because of the wide variety of conditions found in nature, it was 
believed that only comprehensive studies out of doors under different 
site conditions could give a reliable index to the susceptibility of such 
variable hosts as ribes. These hosts have different growth forms 
within each species which differ as widely from one another in sus¬ 
ceptibility as does one species from another. To reproduce these 
different forms and conditions on a sufficient scale in tne greenhouse 

• By the western branch of the former Office of Blister Rust Control, Bureau of Plant Industry, now 
comprised in the Division of Plant Disease Control, Bureau of Entomology and Plant Quarantine, U. S. 
Department of Agriculture. 
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would be quite out of the question. Accordingly, the studies reported 
in this paper were conducted out of doors. 

METHODS 

DEVELOPMENT OF STUDY METHODS 

Determination of the general susceptibility under natural conditions 
of the four most common species of ribes in the Idaho-Montana- 
Washington area, has been one of the principal objectives of studies 
of the rust in the West. In the reaction of any species of ribes to 
Cronartium ribicola , two features are of outstanding importance in 
contiol: (1) The relative importance of a species and its various forms 
in the long-distance spread and local establishment of the rust in 
disease-free regions; (2) its ultimate capacity, after the rust has become 
established in a locality, for spreading infection to associated pines. 
The first logical step was to obtain a measure of the general suscepti¬ 
bility of the species, both to infection by aeciospores and intensifica¬ 
tion by urediospores, together with its capacity for producing telia 
from which the pine-infecting sporidia are developed. 

After the inauguration of these studies, information became avail¬ 
able (15, p. 915) which indicated that the relationship between telio- 
spore production and the production of sporidia was not the same on 
all ribes species, since under natural conditions teliospores remained 
viable for much longer periods on some species than on others. Also, 
the possible existence of varying degrees of longevity and virulence in 
sporidia from different ribes hosts may be inferred from the results of 
studies reported at about the same time (12, p. 589: 10, p. 419; 22, 
pp. 508-509). The potential pine-damaging powers of various ribes, 
therefore, cannot be considered a direct function of their capacity for 
teliospore production, but until further experiments provide more 
definite information on this point an approximately constant relation¬ 
ship must be assumed. 

Before any satisfactory tests of ribes susceptibility could be made, 
however, it was necessary first to devise a simple method of recording 
infection data that would permit the averaging of results and a ready 
comparison of the data of different years and places. The system 
used by Spaulding (18, p. 17) of differentiating the infection merely 
by the terms “light”, “medium”, and “heavy” was inadequate, be¬ 
cause it did not permit the averaging of results and because the defi¬ 
nitions of such terms vary considerably with the individual observei. 
Furthermore, the present study was concerned primarily with the 
telium-producing capacity of the ribes as a preliminary measure of 
their potentialities for transmitting the disease to the pines. Spauld¬ 
ing’s system gave no measure of this capacity. Systems devised by 
investigators of other rusts (7, 17, 19) were equally inapplicable 
because of differences in the character of hosts and study objectives. 

Concentrating on the features primarily essential to control, as 
given at the beginning of this section, and working with naturally 
infected plants in the vicinity of infected pines in 1923 and 1924, the 
following system of study was devised: 

(A) By individual bushes: 

(1) Count of leaves produced. 

(2) Count of leaves infected. 

(3) Estimate of percentage of surface infected on infected leaves. 

(4) Count of rust-killed leaves dropped from bushes. 
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(5) Estimate of percentage of infected surface which— 

(а) Bore uredia. 

(б) Had borne uredia but had died before producing telia. 

(c) Had borne uredia but had fallen before producing telia. 

(d) Was necrotic, i. e., dying before producing any spore stages. 

(e) Bore telia. 

(B) By groups of bushes: 

(1) Counts and estimates of leaves by individual bushes. 

(2) Count of bushes infected. 

(3) Estimate of percentage of leaves infected on infected bushes as a 

group. 

(4) Same as under 3, system A, for the group as a whole. 

(5) Estimate of percentage of rust-killed leaves dropped for the group 

as a whole. 

(6) Same as under 5, system A, for the group as a whole. 

In addition to the observations outlined above, descriptive notes 
were taken on any abnormalities encountered and on the general 
character of infection and sporulation. Representative specimens 
of the infoction were collected for each species and form to serve as 
permanent records supplementary to the data taken at each exami¬ 
nation. 

These systems were found to permit rapid collection of data and to 
give readily comparable results of sufficient accuracy for practical 
purposes. In general, after a little experience, percentage estimates 
of the different recorders wore numerically within 1 to 5 or less of one 
another in the lower and upper percentage levels, and within less than 
10 of one another at percentages around 50. Errors were usually com¬ 
pensating. System A was used where comparison between individual 
bushes was necessary. Where comparison between groups was the 
primary consideration, system B was used with such modifications or 
additions as were desired for individual comparisons. This latter 
system was far more rapid than the former in covering largo numbers 
of bushes, and, although somewhat less accurate as far as any one 
group of plants was concerned, it decreased the probable error in the 
final results by permitting the use of a much larger basis. 

Collection of the data by the systems just described made it pos¬ 
sible to compute these data by simple arithmetical methods. In this 
connection the two tilings of primary consideration in the study were 
(1) percentage of total leaf surface infected, which was obtained by 
multiplying the percentage of the total number of leaves infected on a 
group of plants by the average percentage of surface infected on the 
infected leaves, and (2) the percentage of total leaf surface bearing 
telia, obtained by multiplying the percentage of total leaf surface 
infected by the percentage of infected surface bearing telia. 

SELECTION OF STUDY AREAS 

Prior to the inauguration of this study the wide spread of the rust 
by wind-borne aeciospores was practically confined to the extremely 
susceptible cultivated black currant (Ribes nigrum L.). The disease 
was very scarce and seldom found on other ribes species outside the 
general vicinity of infected pines. Of the four ribes species in ques¬ 
tion, R. lacustre was at that time the only one found close to infected 
pines in sufficient numbers to give any definite information of its 
susceptibility. Plants of the four species were therefore introduced 
and planted near infected pines in the spring of 1923. These plant¬ 
ings were made mainly with cuttings and gave but poor survival and 
results. 
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During the season of 1923 the rust was widely distributed by the 
wind to cultivated black currant plantings over the dry belt of British 
Columbia, lying between the coastal and interior white pine belts. 
This belt contains an abundance of all four of the ribes species studied, 
which are well adapted to this region and grow prolifically. Since 
pines were absent from the area, since spread of the rust from ribes to 
ribes is slight as compared with the distance of spread from pines to 
ribes, and since it was evident that the rust did not overwinter on 
ribes in the region, this belt offered a splendid opportunity to make 
inoculation tests of naturally growing plants of these species under 
comparable conditions without any danger of permanently establish¬ 
ing the disease or hastening its spread. Tests were accordingly begun 
there in 1924 near Kelowna, British Columbia, where the rust had been 
abundant on cultivated black currants in 1923. To this study locality 
were added two others in the same belt in 1926, one each near Sum- 
merland and Oliver at elevations similar to Kelowna (table 1), and 


Table 1.— Description of study areas 


Area 

Eleva¬ 

tion 

Soil 1 

Slope and 
exposure 

Vegetation * 

.... .. i 

! 

Remarks 

Interior British Co¬ 
lumbia' 

Near Kelowna- 
Swamp area_ 

; 

Canyon Creek 

Feet 

1,150 

P, t.. 

Flat. 

G, S, A, B. 

B, A, T, F, C... 

Wet, poorly drained flat. 
Somewhat more rain than 
at Kelowna. 

Fairly moist but well drained. 

1,900 

I,, G, h.... 

I Gentle, W_ 

area. 

Suminerlnnd. 

1,200 

1,000 

V. 

Oentle, SE_ 

B, M, S. 

Moist Some springs. Well 
drained. 

Swampy in some places. 

Summer showers more fre- 

Oliver... 

V f S, P__._ 

Flat. 

S, A. 

Near Osoyoos- 
Haynes Creek 

2,500 

V, S, L.... 

_do. 

A, C, B, Y, P, 
F. L. 

Y, F, E, A, M, 

area 

Nine Mile 

3,200 

V,S,H,p. 

1 _do. 

quent than at Oliver (near¬ 
est weather station). 
Semiswampy in places. More 

Creek area. 

Camp McKinney.. 

i 

4,500 

; 

S, II, g ... 

1 

i 

;_do...... 

L. 

P. L, S, A. 

rainfall than at Haynes 
Creek 

Much more rain than at 

Coastal British Colum¬ 
bia. 

Garibaldi (Daisy- 
Lake):* 

Chance Creek 

1,100 

s, JI,g-.. 

_do. 

1 

W,n,F,A,C.. 

Rock Creek (nearest weath¬ 
er station) 

1 

area. 

Lake area. 

1,100 

S. 11, L._. 

.do.. 

W, F, A. C.EL 


Near Mile 72, Pa¬ 
cific Great East¬ 
ern Ky.. 

Lower Trail 


R, H, L... 

Steep, R_... 

i ! 

i ; 

F, A, M, B._.. 

Moist in patches but well 

area. 

Tenquil Valley 

j 2,200 

4,800 

V, L. 

Steep, SE_. 

1 

JI,'W, E, I, K, 

drained. Nearest weather 
station. Owl Creek. 

Moist, swampy for Elbe* 

area. 



A. 

lacustre. Well drained for 
E, viecosiesimum. Nearest 
weather station Is at Owl 
Creek. 


1 Key: G, gravel; H, humus; L, loam; P, peat; R, rocky; S, sand; T, silt; V, volcanic. Capital letters indi¬ 
cate abundance. 

» Key: A, alder; B, birch; C, cottonwood; E, Englemann spruce; F, Douglas fir; G, swamp grasses; H, west¬ 
ern hemlock; I, alpine fir; K, whitebark pine; L, larch; M, maples; P, lodgepole pine; 8, willow; T, western 
red cedar; W, white pine; Y, yellow pine. 

* Formerly Daisy Lake; name recently changed to Garibaldi. 

two at higher elevations at the edge of the dry belt on Anarchist 
Mountain, east of Osoyoos, British Columbia (Haynes Creek and 
Nine Mile Creek). An additional area was established in 1927 near 
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Camp McKinney, several miles northeast of Nine Mile Creek. The 
last three areas, particularly the one at Nine Mile Creek, approach 
more closely the conditions of the interior white pine stands than do 
those at Kelowna, Summerland, and Oliver. Most of the white pine 
region plant species other than white pine are present, and the climate 
is fairly similar to that of much of the pine region. 

During the course of these tests in the interior dry belt, a parallel 
series of studies involving species of ribes important in the coastal 
region of British Columbia was carried out at various natural infec¬ 
tion centers in the latter region. Although Ribes petiolare and R. 
inerme do not occur there, R. lacustre and R. viscosissimum are native 
and were included at four of the study areas. At three of these areas, 
aeciospores from adjacent infected pines were so abundant that no 
inoculations were necessary because natural infection on the ribes ap¬ 
proximated that produced 
by inoculation. In the 
fourth area, nearby aceio- 
spore production was insuf¬ 
ficient and the plants were 
inoculated. The studies of 
R. lacustre and R. mscosis- 
simum in the coastal region 
served not only for com¬ 
parison of the susceptibility 
of these two species occur¬ 
ring in the interior region, 
but also afforded an oppor¬ 
tunity to observe the effect 
of somewhat different cli¬ 
matic conditions on the de¬ 
velopment of the rust on 
these two hosts tested in 
both regions. 

A condensed description 
of the various areas is given 
in table 1. Rainfall during 
the growing season at 
weather stations nearest 
the study areas and at 
several points in the Idaho white pine region is shown graphically by 
months in figure 2. It will be seen that precipitation during this period 
was somewhat more abundant near the coast and in Idaho than in 
interior British Columbia. Relative humidities also averaged some¬ 
what lower in the latter region. As will be shown later, however, these 
differences had little effect on the susceptibility of ribes to the rust. 



SMr MM i/VZY » OCX MX 

Figure 2 .—Average rainfall during growing season. Graph 
prepared from United States and British Columbia weather 
records up to and including 1033. Records from the following 
stations were used. For Idaho- Avery, Potlatch, Prichard, 
St. Maries, Priest River Experiment Station, and Pierce. 
For interior British Columbia: Kelowna, Summerland, 
Oliver, and Rock Creek. For coastal British Columbia- 
Garibaldi, Owl Creek (Pemberton Hatchery), and Vancou¬ 
ver. The latter station has been included because rainfall 
there is about average for a rather large iwrtion of the 
coastal region. Averages for the various stations represent 
periods ranging from 10 to 33 years. 


INOCULATIONS AND EXAMINATIONS 

The number of bushes of each species tested on areas in interior 
British Columbia is shown by years in table 2. These figures include 
the three growth forms—open, part-shade, and shade—of ribes 
studied. The studies involved 5,098 tests of a total of nearly 3 mil¬ 
lion leaves on 2,740 different bushes. Additional details regarding 
the basis for each species and form are included later under Results 
and Discussion. 
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Table 2. —Bushes of Ribes species used each year in the tests on study areas in 

interior British Columbia 1 



Ribes bushes tested in— 

Species and area 

1924 

1925 

1926 

1927 

1928 

R petiolare: 

Number 

Number 

Number 

Number 

Number 

Swamp. . 

93 

135 

153 

76 


Summer land.- 



18 

16 

_ . ... 

Oliver. , . 



82 



Nine Mile Creek. .. . _ 



14H 

144 

145 

Haynes Creek. 



96 

50 

_ . _ 

Camp McKinnev .. 




30 

30 

R inerme: 






Swamp.- 

90 

104 

166 

66 


Oliver. . 



60 



Niue Mile Creek. 



164 

159 

159 

R. viscosmimum: 






Canyon Creek. ,. . .. 

99 1 

98 j 

184 

280 ! 

150 

Camp McKinney.- 

j 

: 

.. 

100 

100 

R. lacustre: 






Swamp.. . .. .. . 

5 2 

24; 

48 | 

; 47 j 

_ 

Canyon Creek. . . . 

93 

! 99 ! 

216 

315 j 

157 

Nine Mile Creek,. . . 


: . 

165 

164 1 

164 

Haynes Creek ... .. . 


. 1 

105 i 

48 ; 

. 

Camp McKinney.. . j 



-• - 

100 i 

; i 

! 100 

i 


1 In the majority of cases the number of bushes tested in a given year includes some of those tested m a 
previous year or years. 


All bushes tested in the interior dry belt and many of those on 
areas near the coast were artificially inoculated. Under overcast 
skies and when a good rain appeared imminent, the inoculum was 
applied to the under surface of the leaves with the aid of a paper bag. 
The bag was partly filled with freshly sporulating cankers and then 
used as a bellows for puffing the spores into the bushes. This method 
assured a fairly even distribution of spores over the leaves. Each 
bush was given a heavy shower of aeciospores, comparable, it was 
believed, to that which might have occurred naturally had the bushes 
been growing in close proximity to heavily infected pines. Inocula¬ 
tions were made in the spring, generally w hen ribes leaves were young 
and highly susceptible (ft), and were repeated whenever weather 
immediately following the first inoculation was not favorable to 
infection. Leaf development and weather conditions accompanying 
eacli inoculation of plants in the interior are summarized in table 3. 

The test plants were examined at fairly regular intervals during 
each growing season, data being taken as previously outlined under 
Development of Study Methods. During 1924 and 1925, system A 
(data by individual bushes) was used. Tests of greater numbers of 
plants during subsequent years necessitated the use of system B 
(estimates by groups) except in a few' special instances where differ¬ 
ences between individual bushes of the same species w ere being studied. 
During 1924, wdien data were recorded approximately once each 
month, great changes in extent and character of infection occurred 
betw een examinations. Since at that time relatively little w as known 
about the development of the rust on these species of ribes, the interval 
between examinations w as shortened to 1 or 2 weeks in 1925. In 1926 
and 1927, data were taken every 3 or 4 weeks; and in 1928, every 
month or 6 weeks. Intensification of the rust by urediospores is 
irregular, new infection almost always developing only after rainy 
periods, but knowledge ol the incubation period (13, p . 40 ), together 
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with a fairly complete record of weather conditions, generally made 
it possible to synchronize examinations with the culmination of each 
wave of intensification. 

Table 3. —Artificial inoculations of Bikes species on study areas in interior 
British Columbia, 192Jf~28 


Year 

Areas Inoculated 

Date 

Le 

R. 

petto - 
lore 

af devel 

R. 

inerme 

[opment 

R. 

v;aco- 

eissi- 

mum 

; 1 

R. 

la¬ 

custre 

Weather following 
inoculations 


(Swamp and Canyon 

May 5-6... 

3 

3 

3 

3 

Warm and dry. 

_ 

Creeks. 








_do.. 

May 16-17. 

4 

4 

4 

4 

Hot and dry. 


_do. 

May 31_ 





Showers in evening. 



May 18.... 

3-4 

4 

4 

4 

Heavy dew but rib rain 

1925 







until May 28. 



May 29.... 





Good showers. 


_do__ 

May 4_ 

4 

4 

4 

4 

Showers each night. 


Summerland and Oliver,.. 

May 5_ 

4 

4 



Showers nights. May 5,6. 

1926 

Nine Mile and Haynes 

May 6-7... 

*3(1-2) 

3(2) 

. 

3 

Unsettled; rainy nights. 


Creeks. 








All 1926 areas.. 

May 10-12. 





Clear to cloudy; no rain 







until evening of May 

to 


Swamp and Canyon 

May 16.... 

2(3) 

3 (3-4) 

3-4 

3-4 

ivi 

Good showers. 


Creeks. 








Summerland__ 

May 17_ 

3 




Do. 

1927 

Nine Mile and Haynes 

.do. 

2 

3-4 

2 

3-4 

Do. 


Creeks 








Nine Milo Creek. 

June 5. 

3 

4 


4 

Good showers June 7, 8. 


Camp McKinney. 

June 6. 

1-2 


3-4 

3 

Good rain. 


(Canyon Creek. 

May 11.... 



4 

4 

Very little rain. 


_do... 

May 21_ 

. 


5 

4 

Light shower. 


_do.. 

May 28.... 



5 

6 

24 hours of rain. 

1928 

Nine Mile Creek. 

May 30.... 

4 

4 


4 

Rainy. 


Camp McKinney. 

.do. 

1-3 


.8* 

3 

Do. 


Nine Mile Creek.. 

June 7_ 

4 

4 


4 

Thunder shower June 8. 


Camp McKinney. 

_do_ 

3 


3 j 

3 

Do. 


* Loaf-development stages are classified as follows: 1, Just breaking from bud; 2, up to apparent full 
size; 3, up to apparent full size; 4, oldest leaves have reached apparent full size; 5, many leaves have 
reached apparent full size and are beginning to harden. 

* Numbers in parentheses refer to shade-form plants, other numbers to open form. Where no distinction 
is made, development was approximately the same in both forms. 

RESULTS AND DISCUSSION 

RIBES GROWTH FORMS 

Test plants of each species were divided into three classes open 
form, part-shade form, and shade form—data from which were kept 
separate throughout the study. Bushes entirely exposed to the sun 
during most of the day were classed as open form, while those receiving 
little or no direct sunlight made up the shade-form group. Part-shade 
plants were approximately intermediate in exposure to sunlight. 

Since infection is favored by succulence of foliage (2, p. 666; 6; 13 , 
pp . 45-46), the differences in susceptibility found between the three 
growth forms are largely explained by the differences in the character 
of their leaf development. Open-grown ribes are usually short and 
dense. Their leaves, which are relatively small and thick, generally 
become quite tough within 4 to 6 weeks after breaking from the buds. 
Shade-form plants are more rambling and loosely branched, with rela¬ 
tively large thin leaves. Although these leaves toughen to a certain 
extent, the process is slow and never reaches a degree comparable to 
that of open-form leaves (6, p. 97). Differences in time and degree 
of foliage maturation induced by exposure are very striking in both 
Ribes inerme and R. lacustre . Leaves on open and shade R. petiolare 
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differ appreciably, but infection does not seem to be affected by leaf 
character to the same extent here as in the other species. New 
leaves usually continue to appear on all species and forms until about 
the first of July, after which leaf production is negligible. 

SEASONAD1DEVELOPMENT OF THE RUST ON RIBES 

Characteristic examples of the development of the rust are given 
graphically in figure 3, where percentages of total leaf surface infected 
and total leaf surface bearing telia are shown throughout the season for 
shade-form plants at Nine Mile Creek in 1926 and at Camp McKinney 
in 1928. Examinations are indicated by small circles, and the curves 
between examination dates were sketched from general knowledge of 
the relation between weather conditions and uredial intensification. 
Percentages at any point in figure 3 represent accumulations, to that 
date, of all infection, both living and dead, and the figures throughout 
the remainder of this paper are based on the accumulated totals of 
such infection at the end of each season. 

These examples are fairly typical of the rust behavior on open-form 
as well as on shade-form bushes. It will be seen that during the early 
part of the season the disparities between species offer little or no 
indication of their relative susceptibility as it finally appears. The 
groat bulk of the infection on both Ribes petiolare and R. inerme gen¬ 
erally develops from late June to mid-August, through uredial intensi¬ 
fication. In the other two species (/?. lacvstre and R. I'iscosissimum) 
this midsummer pyramiding of infection is usually relatively unim¬ 
portant. 

GENERAL SUSCEPTIBILITY OF THE FOUR SPECIES 

Total average infection and telial production on all test bushes in 
interior British Columbia are shown in table 4 and figure 4. Ribes 
petiolare stands far ahead of the other species in both respects. R. 
inertne, also, is a very congenial host, but R. viscosissimum and R. 
lacustre are relatively resistant and the latter is particularly low in the 
production of telia. Differences between forms are as pronounced as 
those between species, shade and part-shade plants showing more 
infection and bearing more telia than corresponding open-grown 
bushes. Infection is probably facilitated by more favorable moisture 
conditions in the shade as well as by the greater succulence of shade- 
form leaves. 


Table 4 Basis of tests and summary of infection on inoculated Ribes plants , 
interior British Columbia , 1924-28 


Basis 


Average total leaf surface 1 


Species 

Leaves tasted 

Bushes 

Tests * 

Infected 

Bearing telia 

Open form 

Part-shade 

form 

Shade form 

Open form 

s- 

11 

Shade form 

Open form 

Part-shade 

form 

Shade form 

Open form 

Part-shade 

form 

Shade form 

Open form 

Part-shade 

form 

Shade form 


No. 

No. 

1 

No. 1 

No 

1 

No. 

No 

No .! 

1 

No. 

i 

No. 

Pci. 

Pc#.! 

Pet. 

Pet. 

1 

Pet . 

Pet. 

R. petiolare . 

003,633 

121,372 

169,004 

234 

150 

346i 

381 

250 

585 

22.0 

36. 1 

34.8 

20.3 

35.6 

32.7 

JR. inerme . 

366, 710 

156,363 

188,161 

218 

85 

262 

384 

185 

405 

13.9 

22.4 

23.0 

4.9 

18 8, 

18.7 

R. viscosissimum „___ 

89,226 


66,159 

256 


209 

507 


504 

0.6 


11.5 

3.5| 


7.3 

R. lacustre .. 

617; 127 

235,508 

305,309 

306 

~I32| 

482 

687 

259 

951 

M 

4.3 

8.1 

•*! 

.7 

2.9 


* Averages computed on total-leaf basis. 

* The same bush tested in each of 2 years equals 2 tests, tested 3 years equals 3 tests, etc. 

* Tested during 3 years only (1020,1927, and 1928). 
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c/t/zy sr s£/>r£Af#£& 


Figuks. 3.— Seasonal development of the rust on shade-form ribes. A, At the Nine Mile Creek area in 1923. 
Basis: R. petiolare. 60 bushes and 20,605 leaves; R. inerme, 50 bushes and 37,540 leaves; R. laeustre , 50 
bushes and 35,950 leaves. B, At the Camp McKinney area in 1928. Basis; R. petiolare, 30 bushes and 
4,800 leaves; R. viscoeinlmum, 60 bushes and 8,450 leaves; R. lacuetre , 50 bushes and 14,400 leaves. 
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Data from 144 susceptibility tests, involving 34,208 leaves of Ribes 
viscosissimum , and from 1,214 tests, involving 420,756 leaves of R . 
lacustre , in the coastal region of British Columbia, generally substan¬ 
tiate the results obtained from the tests in the interior for these species. 
Many of the coastal inoculations were unsuccessful because of attend¬ 
ant unfavorable weather, but in all cases where either natural or 
artificial infection by aeciospores was secured under favorable con¬ 
ditions the final infection was approximately similar to that recorded 
in table 4. It therefore appears that the greater precipitation and 
higher relative humidity characteristic of the coastal region have little 
effect upon uredial intensification, and that the behavior of the rust on 
ribes within the commercial range of western white pine, where spring 
and summer moisture conditions are roughly intermediate between 



Figure 4.—Average infection and telial production on ribes tested in interior British Columbia. 


those 'of the interior and coastal test areas, will not differ significantly 
fromfthat herein described. This assumption is substantiated by 
preliminary results from the north Idaho pine region, which are pre¬ 
sented in table 5. 

The Idaho infection averages for Ribes petiolare are similar to the 
corresponding British Columbia averages, but those for R. viscosis- 
simum and R. lacustre are somewhat lower than the ones in British 
Columbia. The Idaho data are for 2 years only, but on this basis, 
together with observations made at several other localities in the State 
during 5 seasons, it is believed that ribes infection will not vary greatly 
from that in British Columbia. The Idaho studies included 562 tests 
involving nearly 400,000 leaves. 
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Table 5. —Infection on naturally infected Ribes, Idaho , 198S and 1984 1 


Place and area 

Species 

: 

Year 

Basis 

Total leaf surface 

Bushes 

Leaves 

Infected 

Bearing telia 

Open form 

Part-shade 

form 

Shade form 

Open form 

Part-shade 

form 

1 

I 

CO 

Open form 

i Part-shade 
form 

Shade form 

Open form 

J 

1| 

Pi 

Shade form 




No. 

No. 

No. 

No. 

No. 

No. 

Pet. 

Pet. 

Pet. 

Pet. 

Pet. 

Pet. 


f 

/1933 

20 

25 


24,510 

14,215 


34.40 

40.20 


33.80 

39.50 

_ 


j R. pettolare--. 

11834 

20 

25 


15,146 

8,950 


12.09 

27.17 


11.99 

27.14 


Fernwood, Crys¬ 


/ 1033 

25 

25 

25 

4,195 

5,045 

7,785 

.53 

1.01 

6. 66 

.17 

.52 

0.61 

tal Creek. 

\ Iv* i/wCOolWJ* 

11934 

25 

25 

25 

5,701 

4,920 

11,878 

.42 

.83 

.76 

.36 

.79 

.74 


I TflUTfl. 

/ 1933 

25 

25 

25 

51,895 

29,645 

33,725 

.18 

.73 

2.42 

.02 

.26 

1.04 


[1?. lacustre __ _ 

11934 

25 

25 

25 

44,095 

62, 885 

33,135 

.03 

.11 

.72 

.004 

.04 

.44 


. . . 

J1933 


25 



6, 725 



2.06 



.70 

_ , 

Elk River, Ruby 

I H. lacustre _ 

11934 


25 



13, 351 



3.60 



.99 


Creek. 

j . 

/1933 


25 



289 



6.66 



4.83 


[ _do. 

\1934 


22 



3, 571 



.92 



.48 


Clarkia, St. 

\R. petiolare 

1933 


25 



3, 625 



36.00 



32.90 


•|l2. inerme *_ 

1933 


25 



3! 250 



7.50 



4.68 


Manes River. 

[/2. lacustre • _ 

1933 


25 

.... 


5,875 



3.30 



1.06 

.... 


i All the ribes plants for which data are given were growing in close proximity to heavily infected pines. 

* Only 1 examination was made of these bushes, on Aug. 17. Shortly after that date the bushes were 
destroyed by blister-rust eradication crews. No doubt considerably more rust would have developed 
on them, for intensification of the disease was taking place in this vicinity until about the first part of Oc¬ 
tober. Data were taken on all the other groups for both years uutil intensification had ceased. 

* REACTION OF INDIVIDUAL BUSHES WITHIN GROUPS 

Individual ribes bushes of a given species frequently show a very 
marked difference in their reaction to white-pine blister rust. The 
extent of this variation, as illustrated by the differences in percentage 
of leaf surface infected within groups of the four species and their 
forms under consideration, is indicated in table 6, which shows the 
number of bushes of each group in the different infection classes. 

The individuals composing each group of these bushes occurred 
within small limits, the radii of which seldom exceeded 50 feet. On 
each area the ground w as nearly level and in general the environ¬ 
mental conditions to which the bushes w ere subjected appeared fairly 
uniform. There w^as no evidence, therefore, that variations in en¬ 
vironment w r ere great enough to affect significantly the reactions of 
the individual bushes to the rust. 

Practically all infection estimates during and after 1926 were 
made by groups rather than by individual bushes; data are therefore 

E resented for only the 1924 and 1925 tests. However, since no 
ush was used more than once during the 2 years, these data are 
based on a good assortment of individuals. They may be con¬ 
sidered fairly representative of the degree of variability usually 
encountered within test groups throughout the study, in spite of the 
fact that infection averages differed appreciably from the final figures 
for all groups as shown in table 4. 

Within the groups represented in table 6, individual infection 
ranged from less than 1 percent of the leaf surface in all forms to 
about 70 and 75 percent, respectively, for the open and shade forms 
of Ribes petiolare; 75 and 90 percent, respectively, for the open and 
shade forms of R. inerme; 45 and 70 percent in R. viscosissimum; and 
about 10 and 70 percent in R. lacustre . These maxima are in most 
cases still considerably below the greatest actually recorded during 

















i Averages computed on bush basis. 
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the course of this study. Individual plants of 72. petiolare have 
frequently been observed with over 90 percent of the leaf surface 
infected. In one case at Camp McKinney, in 1928, a group of 30 
shade-form bushes of 72. petiolare averaged 71.3 percent of the leaf 
surface infected. The shade and part-shade forms of this species 
have already been shown by the averages in table 4 to be the most 
susceptible of all the species and forms represented in the tests. 
The data in table 6 for the shade-form group tested in 1925 are there¬ 
fore decidedly atypical. 

The maxima for Ribes inerme in some of the groups other than 
those at present under consideration sometimes exceeded 90 percent 
of the surface infected, although the leaves of this species are much 
more susceptible to injury from the rust than are those of 72. petiolare , 
and usually wilt and fall to the ground before such a degree of infec¬ 
tion is reached. Occasional bushes of R. viscosissimum and the 
shade form of 72. lacustre also ranged considerably higher in percent¬ 
age of leaf surface infected than shown, while bushes of the open form 
of 72. lacustre frequently exceeded the indicated maximum by large 
margins. For group 1 of the shade form of 72. lacustre in table 6, 
however, the average degree of infection and the extent to which 
the bushes range into the heavier infection classes are far greater 
than usually encountered in this form and species. 

The distribution of the samples of Ribes petiolare shown in table 
6 indicates that this species is made up of at least two strains, one 
resistant and the other highly susceptible. Because of insufficient 
data, the values in this table do not give a correct impression of the 
proportion in which the resistant strain occurs. While exact figures 
are not available, observational experience throughout the study 
indicated that not more than 10 or 15 percent of the bushes possessed 
resistance of that order, the rest ranging mainly from moderate to 
very high in susceptibility. 

Ribes inerme (table 6) snows a similar though less marked tendency 
toward division into strains. 72. viscosissimum exhibits a disperse i 
of the bushes over a considerable range of susceptibility, with a con¬ 
centration in the resistant classes. The open form of 72. lacustre 
shows a characteristic concentration of the bushes in the extremely 
resistant classes. Disregarding the atypical case of group 1, which 
has already been mentioned, the shade form shows a typically 
light infection, although individual bushes may exhibit a fairly hipii 
susceptibility. 

General observations indicated that the technique employed in 
these tests largely, if not entirely, eliminated the effect of irregularities 
in the inoculations. Infection resulting directly from aecial inocula¬ 
tions is of relatively small extent in all species (§, p. 109) (see also f p. 
3), the great bulk of infection on the susceptible plants developirg 
later in the season by means of uredial intensification. This is usui lly 
the case even when bushes are showered with great quantities of aeci< - 
spores. All of the groups now being considered, ana practically all < f 
the other plants tested during the study, were inoculated more hea\ ily 
than necessary to secure approximately maximum initial infectie r. 
Therefore, and since pains were taken to secure as even distribute n 
of the inoculum over the foliage as possible, it may be assumed tl i t 
variability of individual bushes in extent of infection was not the 
result of inequalities in inoculation. 
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It will be seen (table 6) that for no species can infection be considered 
approximately uniform, even when bushes are subject to the same 
general environment. Because of this variability, results secured 
from small numbers of bushes are extremely unreliable indices of gen¬ 
eral susceptibility. When the effects of dissimilar environments and 
wide local and annual differences in weather are considered, it is ob¬ 
vious that a large basis is necessary for the determination of average 
susceptibility. 

INHERENT DIFFERENCES WITHIN SPECIES 

Evidence of inherent differences in susceptibility betweon bushes of 
the same species, particularly Ribes petiolare , has already been pointed 
out in the discussion of table 6. The extremely light infection of the 
shade group of this species at the Kelowna swamp in 1926 and 1927 
may be considered as additional evidence of the existence of resistant 
strains in this species. 7 Besides this group, there also occurred at this 
same area the five groups of R. petiolare included in table 6 and three 
others composod of open-form bushes, or a total of nine separate 
groups. With the exception of one very lightly infected group, all 
open-form groups became abundantly infected every year they were 
tested, while only one of the shade-form groups developed infection 
enough to be termed moderate in amount. In every group, however, 
there were resistant and susceptible individuals. Some of these indi¬ 
viduals were inoculated as many as 4 years and consistently maintained 
their resistance or susceptibility during that time. Also, at all the 
other areas where R . petiolare occurred there w ere individuals exhibit¬ 
ing these characteristics, and this was true for the other species tested 
at the various localities. 

All nine groups of Ribes petiolare mentioned above occurred on a 
relatively small portion of a large level swamp formed by the gradual 
recession of a lake. The resistance shown by the shade group in 
1926 and 1927, therefore, cannot be ascribed to a difference in site 
factors but must be considered as probably inherent. Individuals 
in this group, in many cases apparently derived by layering from a 
common origin, generally became infected either very lightly or not 
at all, while others, closely associated or even intermingled with the 
resistant bushes, wore much more severely attacked. Hahn (2, 
table 2) records the occurrence of several immune plants of R. petiolare 
in a series tested in the greenhouse, and in another publication (3) 
clearly demonstrates that wide differences in susceptibility exist 
between horticultural varieties of both R. nigrum L. and R . satimim 
Syme. 

In an effort to obtain additional information regarding the extent 
of inherent differences in susceptibility within the same species, a 
number of bushes previously found to range from resistant to higldy 
susceptible were selected from each species and form and tested 
during a period of 2 years or more. Each group was composed of 
plants growing fairly close to each other and under environmental 
conditions as similar as possible. Results are illustrated in figures 5 
and 6, where data from four representative groups are presented 
graphically. 

7 See section entitled “Local and annual differences in infection. 1 ’ 

16962—37-2 
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From® 5.—Susceptibility of Individual open-form Ribe\ 
shaded; 1927 infection, solid; 192b infection, diagonally 1 
and S, a-i), are represented in the figure. These grou] 
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Figure 6.— Susceptibility of individual ribes bushes: A, a-i, open-form ft. tnerme ; B, a j, shade-form 
R nscosinimum. 1925 infection, unshaded; 1927 Infection, solid; 1928 infection, diagonally hatched. 







































336 


Journal of Agricultural Research 


Vol. 55, no. 5 


While differences were far from being entirely consistent, in general 
a bush severely infected during one year also displayed relatively 
high susceptibility during the other years. Likewise a considerable 
proportion of the bushes exhibiting extreme relative resistance 
within a group did so consistently. 

In general, Ribes petiolare was of uniformly high susceptibility and 
but little affected by weather conditions; however, the small pro¬ 
portion of the bushes of this species that were resistant were extremely 
and consistently so. The apparently low susceptibility of bushes a y 
by and c in figure 5, A, and a, b y c f and d in figure 5, B, as compared 
with that of the remaining bushes in these groups, tends to confirm 
the evidence of the existence of a resistant strain or strains. In the 
other three species there are less definite indications of inherent 
intraspecific differences in susceptibility, and any such differences as 
may occur are apparently not so great as in R. petiolare; the available 
evidence (e. g., fig. 6, B) suggests, however, that even here they may 
be of appreciable magnitude. 

DEVELOPMENT OF TELIA BY SPECIES 

The proportions of the infected leaf surface which bore or for various 
reasons failed to bear telia are shown for the different species and their 
forms in table 7. Ribes petiolare and the shade and part-shade forms 
of R. inerme developed telia over most of the infected surface, while 
R. lacustre and the open form of R. inerme were much lower in the pro¬ 
duction of telia. R. riscosissimum was intermediate between the two 
types. 

Table 7.- -Percentage of infected leaf surface which bore or failed to bear telia on 
inoculated Ribes, interior British Columbia , i92J r -28 

Infected leaf surface i— 


Species 


Bearing telia 


Bearing uredia but; 
dead before pro- 
duciug telia 



Lost through 
partial defolia¬ 
tion * 



Necrotic 



c 

o 


I 


R. petiolare . 

R. tnerme . 

R. viscosissimum . 

R lacustre .. 


Per¬ 
cent 
sy 8 
35.2 
53.0 
11.8 


Per¬ 
cent 
98 7 
84 0 

16 3~ 


Per¬ 
cent 
94 0 
81 3 
63 5 
35.8 


Per¬ 
cent 
0 0 
24 9 
29.4 
79 8 


Per¬ 

Per¬ 

cent 

cent 

0.7 

1.5 

5 7 

8 3 

. _ 

19.2 

80 2 

46 6 


Per¬ 
cent 
3.0 
34 2 
8.4 
3 2 


Per - Per¬ 
cent cent 
0 4 4.2 

7 8 8 2 

.... 5.6 
0 3 4 4 


Per¬ 
cent 
0.6 
5 0 
7 3 
5 1 


Per- Per¬ 
cent cent 
0.1 * 0.2 
2.2 2 0 
9.7 

2 8 10 0 


1 Basis, all plants tested, as in table 4. 

* Includes natural defoliation as well as that induced by rust and drought before telia could be produced. 
8 Tested during 3 years only, 1926-28. 

4 In most cases insignificant percentages of the infected leaf surface still bore uredia at the time of final 
examination, consequently the percentages shown here usually total slightly under 100 for each form of each 
species. 


Table 7 indicates that necrosis, i. e., death of infected leaf surface 
before either fruiting stage appears, was of comparatively little 
significance and that only in the case of open-grown R. inerme was 
falling of infected loaves from the bushes an appreciable factor in 
the reduction of telial sporulation. Most of the difference between 
infection and telial production is accounted for by death of leaf surface 
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bearing uredia. This occurred most commonly in the species and 
forms of relatively low telial production and was most striking in the 
case of R. lacustre, where it was apparently intensified by the warmth 
and dryness of midsummer. The great majority of the telia produced 
by this species developed at a relatively early date. Because of the 
partial loss of infected leaves in the natural cast of early-formed foliage 
and the failure of the rust to spread to other leaves, it is often difficult 
during the latter part of the growing season to find the rust on R. 
lacustre , even on bushes initially well infected. 

Telial production per unit of leaf surface infected showed a general 
tendency in the present tests to increase with the percentage of leaf 
surface infected (table 8). This relationship was not sufficiently con¬ 
stant, however, to permit the certain prediction that because a species 
exhibits high susceptibility to infection it will have a similarly high 
percentage of the infected surface bearing telia, or vice versa. Varia¬ 
tion in this relationship is evident between the species and forms 
shown. For example, the open form of Ribes inerme , with an average 
of nearly 14 percent of the leaf surface infected, bore telia on only 
about 35 percent of the infected surface, while the shade form of i2. 
viscosissimum , with only 11.5 percent of the surface infected, bore 
telia on 63.5 percent of the infected surface. Similarly, there are wide 
discrepancies between production of telia on the various forms of /?. 
lacustre and on the open form of R. viscosissimum, which falls in the 
same range as R. lacustre in percentage of leaf surface infected. Mielke 
and Hansbrough (S) found a far more extreme example of lack of 
correlation in the case of R . roezli (Keg.) Cov. and Brit., one of the 
most, important California species. Tests of this species over a period 
of 2 years gave an average of about 46 percent of the leaf surface 
infected, while only about 0.7 percent of the leaf surface bore telia. 
In this case infection hastened defoliation of the test plants to such a 
degree that most of the infected leaves fell before telia could be pro¬ 
duced. This species was tested outside its range, however, and may 
possibly show a considerably higher telial productivity in California. 

Tarlk S. Percentage of leaf surface infected in relation to percentage of leaf sur - 
fan beanng telia on inoculated Kibes, interior British Columbia , 1924-2S 


Species and growth form 

Leaf 
; surface 
Infected 

) 

Infected j 
surface 
bearing 
telia ; 

Species and growth form 

Leaf 

surface 

infected 

Infected 

surface 

bearing 

telia 


Percent 

Percent 


Percent 

Percent 

ft. petiolare (part shade) 
ft. petiolare (shade). 

36. 1 

98.7 

i R. viscosissimum (shade).I 

i 11 5 

63.5 

34.8 

94.0 

R. lacustre (shade). 

8.1 

35.8 

R. tnerme (shade).. 

23 0 

81.3 

R. viscosissimum (open). 

R. lacustre (part shade). 

6.6 

53.0 

R. petiolare (open). 

R tnerme (part shade). 

R. inerme (open). 

22.6 

89.8 

4.3 

16.3 

22.4 
13 9 

84.0 

35.2 

R. lacustre (open). 

3.4 

11.8 


Thus, while there is a general tendency toward positive correlation 
between percentage of leaf surface infected and percentage of infected 
surface bearing telia, this correlation is by no means absolute. The 
leaf tissues of Ribes petiolare are comparatively thick and strong and, 
once infected, are generally capable of sustaining and permitting the 
growth of rust kyphae until a good crop of telia is produced. The 
shade and part-shade forms of Jr. inerme are also high in the percent- 
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age of infected surface bearing telia, but the open form is relatively 
low because of the susceptibility of its tissues to rust and drought 
injury. R . mscosissimum , while relatively low in susceptibility, is 
relatively high in the percentage of the infected surface bearing telia. 
The tissues of this plant are more resistant to rust and other injury 
than are the open form of R. inerme and all forms of R. lacustre. The 
latter species produces telia from relatively small proportions of the 
infected surface, although under favorable conditions the shade form 
and, to a lesser degree, the part-shade form sometimes show a good 
production of telia. The open form is characteristically meager in 
telial production. 


TELIOSPORE PRODUCTON BY SPECIES 

There are great differences between species in teliospore production 
per unit of leaf area bearing telia. In some cases telial columns are 
small and sparse, while in others they are comparatively large and so 
abundant as to be almost matted. The latter is frequently the case 
with Ribes petiolare , the infected surface of which characteristically 
produces a relatively dense stand of well-developed telial columns. 
The distribution of the columns is somewhat sparser on the infected 
surface of R. inerme , but the columns are frequently longer, particu¬ 
larly on the shade and part-shade forms. Very short stout columns 
are commonly noted on R . viscosis$imum y and their distribution is 
usually more scattered than on R. inerme . Telial development on 
R. lacustre in nature is almost always relatively sparse, and the 
columns are generally small in diameter although often quite long. 
Data in table 4 are therefore unsatisfactory as indices of teliospore 
production. 

Taylor (18) has made counts of telial columns and teliospores for 
several ribes species, including one (Ribes lacustre) involved in the 
present study. Her results, unfortunately, are not generally appli¬ 
cable, since the averages given were determined for units of total leaf 
surface rather than infected or telium-bearing surface. In the present 
study, relative values roughly expressing the difference in teliospore 
production per unit of leaf surface bearing telia were secured by ocular 
estimate of the average relative density and bulk of the telial columns 
on the telium-bearing surface for each ribes species and form. These 
estimates, based on comparative study of the extensive collections of 
representative specimens taken during the tests, and relative values 
indicative of the actual differences in teliospore production between 
the various species and forms, are given in table 9. 

Other studies not yet reported have demonstrated that either 
Kibes viscosissimum or R . lacustre is quite capable of spreading enough 
infection under natural conditions to destroy associated pine. The 
enormous potential pine-damaging power of /?. petiolare and R. inerme 
may therefore be readily inferred from the comparative ratings in 
table 9. 
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Table 9. —Relative leliosporc-production estimates for inoculated Ribes species, 
interior British Columbia , 1924-28 

RELATIVE PRODUCTION OF TELIOSPORES PER UNIT OF TELIUM-BEARING 

SURFACEi 


Species 

Form of species 

i 

Open 

1 

Part shade 

Shade 

R petiolare^ .. * . ..... 

100 

85 

75 

R.inerme ..._._. 

60 

70 

80 

R. vhcoiimmum. .. _ - . .. 

10 


15 

R. lacualTe .... . . . . ... 

5 

6 

7 


RELATIVE TKLIOSPORE PRODUCTION PER UNIT OF TOTAL LEAF SURFACE * 


R.petiolare . ... . . 

R inerrne . . . . . ... . . .. 

2. 030 
294 

3,026 

1 , 316 

R. vtscosisstmurn.. .. . . .. .. . .. 

35 

It. lacusfrt . . .. . . . 

2 

4 





1 Arbitrary scale Relative mass of felial columns per unit of leaf surface bearing telia=100 in open-grown 
H petmlare 

2 The numbers given are relative values indicative of the actual differences in teliospore production 
between the various species and forms The values were derived by multiplying average percentages of 
leaf surface bearing telia in table 4 XlOOXthe corresponding estimates shown in the upper part of table 9. 


LOCAL AND ANNUAL DIFFERENCES IN INFECTION 

The relative susceptibility and tclial productivity of these four 
species and their forms in nature are fairly constant, and the average 
susceptibility of any one of them in Idaho seems to be about the same 
as in British Columbia despite some rather distinct climatic differences 
between the two regions. (wSee fig. 2, tables 4 and 5, and discussion.) 
There' are, however, pronounced local and annual variations in the 
amount of infection in response to differences in the weather. An 
idea of the range of such variability may be gained from table 10, in 
which infection on groups of bushes in several different localities is 
shown for 2 or 3 consecutive years. In each locality the same groups 
of bushes were used during each year for which results are shown. 

For the best initial infection from aeciospore inoculations in nature 
two conditions were found to he essential in the present tests: (1) 
That the leaves be young, which is their most susceptible stage ( G) } 
and (2) that favorable moist periods occur immediately following the 
inoculations. For uredial intensification thereafter a good distribu¬ 
tion of favorable moist periods in synchronization with the production 
of urediospores is more important than the total amount of precipita¬ 
tion. Weather conditions during the 3 years differed widely in these 
respects. 

Spring in 1920 was one of the earliest on record, stimulating an 
exceptionally early vegetative development of ribes. Favorable in¬ 
fection weather during the early part of the season, but mainly after 
the leaves had passed their most susceptible stages, was followed by 
severe drought which began in early June and continued into the latter 
half of August. In 1927 the season was late, with a corresponding 
retardation of the commencement of ribes leaf development. Early 
in the season moisture conditions were favorable, with precipitation 
above normal in May and early June. From then through July pre¬ 
cipitation was somewhat below normal but well distributed, and there- 
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after it was considerably above normal as well as favorably distributed. 
Spring in 1928 was late, as in 1927, but most of May was relatively 
dry. Rains commenced in the latter part of May and from then into 
July precipitation was well above average and well distributed. This 
early-summer moist weather was succeeded by subnormal rainfall in 
August and by extreme drought during the remainder of the season. 
Monthly rainfall records covering the period from April to November 
at weather stations nearest the study areas are given for 1926 to 1928, 
inclusive, in table 11. These records have been compiled from daily 
weather reports which were used in the analysis of the above-mentioned 
infection conditions. 

Table 10 .—Local and annual variation in severity of infection of Itibes species , 

British Columbia , 1 - 28 


Total leaf surface*— 


Growth form, species 1 and locality 

Infected 

Producing tella 


1926 

1927 

1928 

1926 

1927 

1928 

Open form: 







R. pettolare: 

Percent 

Percent 

Percent 

Percent 

Percent 

Percent 

Kelowna swamp.. .. 

27. 9 

40 2 


27 8 

36 7 


Nine Mile Creels... 

51 4 

35 0 

3.0 

51.0 

34 3 

3.0 

R. inerme: 







* Kelowna swamp.. 

1 9 

44.6 


1 9 

14 7 


Nine Mile Creek_ . .. 

5 5 

21 4 

10 0 

3 4 

1 8 

3.6 

R. viscosissimum: 







Canyon Creek... . . 

6 

12 4 

17 1 

2 

3 3 

4 7 

Camp McKinney_ _ 

. 

7 5 

. 7 


6 5 

.4 

R. lacustre: 







Canyon Creek_ _ . 

05 

13 6 

3 9 

Trace 

8 

.5 

Nine Mile Creek_ _ 

.9 

4 9 

7 

1 

4 

2 

Camp McKinney_- _ . 


12 G 

8 7 


1 1 

1.8 

Shade form: 







R. petiolare: 







Kelowna swamp. 

03 

1 6 


.03 

1 4 


Summer land.. . 

30 0 

46 6 


29 8 

38 0 


Havnes Creek__ _i 

20 7 

37.0 


20 5 

35 3 


Nine Mile Creek.. 

40 A 

36 8 

20 0 

46.3 | 

36 4 

19 6 

Camp McKinney. 

_ 

65.7 

71 3 


63 0 

65.4 

/i. inerme: 


l 


| 



Kelowna swamp. 

21 1 

34 4 


2) 1 

! 30 1 

!. 

Nine Mile Creelt... ... 

18 7 

29 1 

10 4 

17 3 

[ 20 A 

8 2 

R. viscosmimum: j 






1 

Canyon Creek.. 

9 

11 8 

22 9 

3 

4 7 

! 6 9 

Camp McKinney. 

... 

12.3 

10 9 | 


11.4 

7 5 

R lacustre • 



l 




Kelowna swamp.. . 

01 

7.2 


Trace 

3 A 


Canyon Creek. 


19.8 

4 6 j 

Trace 

2 3 

.6 

Haynes Creek.. 

2.1 

13 8 


4 

6 4 


Nine Mile Creek. I 

7 A 

10 2 

i.o ! 

1 1 

3 4 

.3 

Camp McKinney... 


13.3 

11.2 I 


8 9 

3.4 




1 





1 The number of bushes used as a basis in each test ranged from 16 to 64 but was usually about 50 

2 Leaders indicate that the group was not tested. 


Weather at the time of inoculation in 1926 was favorable to in¬ 
fection, but ribes leaves were too far advanced (6) for best results 
except at the Nine Mile Creek and Haynes Creek areas. In these 
two localities the development of vegetation was 7 to 10 days behind 
that at lower elevations and ribes leaves had not passed beyond the 
highly susceptible stage at the time of inoculation. Midseason 
intensification was limited by the decidedly subnormal rainfall during 
June and July. 
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Table 11 .—Rainfall 1 near study areas during growing season , interior British 

Columbia , 1926-2H 


Locality and year 

April 

May 

June 

July 

August 

Sep¬ 

tember 

Octo¬ 

ber 

No¬ 

vember 

Kelowna. 

Inches 

Inches 

Inches 

Inches 

Inches 

Inches 

Inches 

Inches 

1926... 

0 68 

1 13 

0.33 

0 20 

1 20 

0 96 

1.08 

1.49 

1927__ . . - .. 

.23 

.81 

96 

.33 

1.97 

2.71 

1.76 

2.95 

1928... _ _ 

1 34 

.82 

1.86 

.64 

82 

.10 

.49 

.57 

Normal. 

.73 

79 

1 03 

.56 

84 

1 05 

1.12 

1.14 

Hummerland' 









1926.. . _ . 

.83 

.98 

69 

16 

.83 

.55 

.73 

.72 

1927__ __ . . 

.28 

82 

90 

54 

1.37 

2. 17 

1.34 

2.57 

1928 _ _ ... 

1 57 

1 16 

1 48 

1 65 

.23 

.01 

.39 

.35 

Normal.. 

.72 

. 75 

1 03 

.51 

.69 

.78 

89 

1.02 

Hock Creek: 









1926 . .. 

.76 

1.31 

1.53 

.25 ! 

2.16 

2 15 

1.44 

1 54 

1927 .. .. 

59 

J. 62 

1.93 

.50 

1 25 

4 06 

1.22 

2.61 

1928 _... . .... 

1 40 

40 

3 76 

1 73 

.52 

.00 

.42 

42 

Normal__ .... 

1.00 

1 18 

1 83 

.98 

.96 

1.09 

89 

1.19 

Oliver- 





1 




1926__ 

33 

.48 

.49 

.24 

j 1 43 

1.36 

94 

! 85 

1927.. 

23 

77 

1.55 

20 

.96 

1 62 

' 73 

1 59 

1928 .. . . 

1 CO 

58 

1.31 

1.00 

i .28 

.00 

j .23 

! 50 

Normal.. 

43 

45 

97 

26 

; 43 

68 

1 

' 67 

j 90 


' From British Columbia Department of Agriculture weather retorts 


The season of 1927 was outstandingly favorable for the develop¬ 
ment of the rust over most of the region. A good synchronization 
of the early susceptible stages in ribes leaf development and suitable 
weather generally attended the inoculations, resulting in good initial 
infection, and the well-distributed precipitation that followed encour¬ 
aged an abundant uredial intensification. Mild rains from May 17 
to June 13 stimulated the development of the rust on Ribes lacustre 
particularly, since any decided increase of infection in this species is 
limited, by the nature of its susceptibility, to the early part of the 
season. The only test groups on which infection was less severe than 
in 192G were at Nine Mile Creek, where both open and shade forms of 
R. petiolare showed relatively less rust in 1927. Growth starts 
several days later in this species than in associated ribes, and by the 
middle of May, at the time of the first inoculations in 1927, only a 
few small leaves had appeared on the Nine Mile Creek bushes. A 
second inoculation in early June was not immediately followed by 
rain, and the initial infection resulting from the inoculations w r as 
therefore relatively light. Although infection intensified well later 
in the season, it did not entirely overcome its original handicap on 
these plants. R . inerme is very sensitive to weather conditions, and 
the open form of this species suffered so much defoliation during a 
local midseason heat w r ave at Nine Mile Creek that very little in¬ 
fected surface was left to produce telia. 

In 1928 a considerable wait w r as required before w r eatlier favorable 
for inoculations arrived, and by that time, in late May and early 
June, the leaves had generally passed their most susceptible stages 
except at Camp McKinney. The plants at Canyon Creek w r ere 
inoculated three times, and although many of the leaves were matur¬ 
ing and becoming resistant, infection w r as facilitated by showers 
following two of these inoculations. The rust developed particularly 
well there on Ribes viscosi-ssimum. In this species, age of leaves at 
time of initial infection exercises less influence than in any of the other 
three ribes species (6). R. lacustre, the only other species tested 
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there, showed a decided reduction in degree of infection compared 
with that winch it developed in 1927. Leaves of all the ribes were 
still fairly susceptible at Camp McKinney, but were becoming re¬ 
sistant at Nine Mile Creek, and therefore relatively little infoction 
developed at the latter place in spite of favorable weather conditions 
following two inoculations. The prolonged dry spell beginning in 
late summer reduced subsequent intensification over the entire region, 
having an exceptional effect in the case of open-grown R. petiolare at 
Nine Mile Creek, where leaves, normally susceptible throughout their 
life, became leathery and resistant. Because of the importance of 
late pyramiding of infection in this species, the drought exercised an 
extremely retarding influence in this case. 

Another group which exhibited an extraordinarily wide reduction 
from 1927 levels at Nine Mile Creek was the shade form of Ribes 
locust re. By the time of the inoculations here in 1928, the leaves of 
tills form had hardened off to a stage of such resistance that there 
was comparatively little initial infection or subsequent intensification. 

Still another group to show a reduction in infection from 1927 
levels was the open form of Ribes riscosissimum at Camp McKinney. 
This was surprising in view of the fact that the open form of It. 
lacustre there showed but a relatively slight reduction. Initial 
infoction was lighter on both groups than in 1927, but a good wave of 
intensification raised the percentage of surface infected on the R . 

. lacustre while the rust on R. riscosissimum remained practically at a 
standstill. 

Considering the species individually (table 10), Ribes petiolare , 
with the exception of the open form at Nine Mile Creek in 1928, 
showed the smallest percentage of seasonal variation in the degree 
of infection. In this case the resistance was clearly induced by an 
extraordinary effect of the weather on the host. The shade-form 
plants of R. petiolare at the Kelowna swamp showed high resistance 
in both 192fi and 1927, while the open-form plants were heavily 
infected in both years. Here the resistance appeared to be primarily 
inherent, for conditions for infection in the shade at this place were 
favorable in both years, as indicated by the reaction of the shade- 
form plants of R. inerrne nearby. R. petiolare as a rule maintained a 
high degree of susceptibility and was consistently high in the propor¬ 
tion of its infected surface that bore telia. This was true whether 
resistance appeared inherent, as in the case of the shade form at the 
Kelowna swamp, or induced, as in the case of the open form at Nine 
Mile Creek in 1928. Observations of the part-shade form of this 
species, aside from the results under immediate consideration, indicate 
that its reactions are similar to those of the shade form. 

The shade form of Ribes inerrne was generally similar to that of 
R. petiolare in uniformity of local and seasonal infection and in the 
ratio of the percentage of surface bearing telia to the percentage of 
surface infocied. At the same time its open form in the same places 
and years was highly variable in both respects (table 10). The very 
light infection of this form at the Kelowna swamp in 1926, as com¬ 
pared with the heavy infection there under the more favorable 
weather conditions of 1927, and the low proportion of infected leaf 
surface bearing telia on the Nine Mile Creek plants in 1927, as com¬ 
pared with the relatively high proportion bearing telia on these plants 
under the lighter infection conditions of 1926, clearly illustrate this 
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point. As already shown, the frequent failure of tliis form to bear 
telia abundantly under conditions of heavy infection is caused pri¬ 
marily by its susceptibility to injury and defoliation from rust and 
drought before telia can be produced. The foregoing conclusions 
for this species, in addition to being supported by all results in the 

E resent tests, were further substantiated by observation of its be- 
avior at two centers of heavy natural infection in north Idaho. 
The part-shade form generally resembles the shade form in its reac- 
tions. 

The data for both forms of Ribes lacustre and R. viscosissimurn in 
table 10, with the possible exception of the results at Camp McKinney 
for the shade and open forms of R . lacustre and the shade form of 
R . viscosissimurn , indicate a high degree of variability in seasonal 
reaction to the rust within a relatively limited range of susceptibility. 
As a rule these ribes species show a considerable degree of variation 
in their group reaction from season to season both in percentage of 
leaf surface infected and percentage of infected surface bearing telia. 
In other words, they may vary from almost immune in an unfavorable 
season to moderately susceptible when conditions are especially 
favorable for rust development. Of the two. R. viscosissimurn appears 
the more dangerous as a potential source of infection of white pines, 
at least as far as ability to produce telia is concerned. 

Elevation is a local environmental factor which has an influence 
on the phenology of both the rust and the host. The short growing 
seasons at high elevations provide a more limited period for uredial 
intensification. At such elevations, however, the greater and more 
frequent precipitation may create more opportunities for infection, 
thus resulting in a greater abundance of rust on ribes at higher than 
at lower elevations, particularly in a dry season. 

Another environmental factor of some local importance in variation 
in the development of rust is the occurrence of dew. At the Kelowna 
swamp and to a lesser degree at Canyon and Nine Mile Creeks there 
was evidence that heavy dews caused uredial intensification. This was 
also observed along the bottoms of many of the moist canyons in the 
white pine belt of north Idaho. Intensification from dews is generally 
much less than that caused by rains. 

From the foregoing discussion it is evident that weather and local 
environmental conditions influence the development of the rust on 
ribes directly and by affecting the host. The important effect of host 
phenology upon initial infection and subsequent intensification has 
been mentioned. For the best initial infection it is essential that the 
period in which ribes leaves are in their most susceptible stages of 
development be synchronized with the period of maximum aeciospore 
production and with moisture conditions favorable for infection. To 
assure the maximum intensification thereafter, moist periods favorable 
for infection should come at frequent intervals coinciding with periods 
of abundant urediospore production. Normal irregularities in weather 
during the season almost invariably prevent any such ideal coincidence 
of favorable factors, although such conditions may occasionally be 
approached in one locality or another. In tliis respect climate is 
perhaps primarily important in its influence on the rust. On the 
other hand, abnormally cold or hot spells or other unseasonable 
weather conditions at any time during the growing season may and 
frequently do completely upset the processes of infection and inten- 
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sification, primarily through their influence on the host. Thus, to 
use an extreme example, the development of ribes leaves and aecio- 
spores may be stimulated by earlv-season warm weather, rains may 
follow and good infection take place, and then the plants may be 
locally or generally defoliated by frost or drought. 

To summarize, Ribes petiolare , disregarding its resistant form, 
which probably does not represent more than 10 to 15 percent of the 
species, and disregarding exceptional cases where a rather high degree 
of resistance was encountered, appears to be the most uniform of all 
species in its local and seasonal reaction to the rust. In general, it 
ranges from moderately to very highly susceptible and produces telia 
abundantly from the infected surface. The shade form of R. inerme 
exhibits similar unifoimity but is less susceptible and considerably 
lower in telial production. The open form of this species shows con¬ 
siderable differences in amount of infection and telial production from 
one year to another. This variation is apparently caused by sensitive¬ 
ness of this form to abnormal temperatures and drought. /?. lacustre 
and R. viscosissimum are generally resistant, but in their more sus¬ 
ceptible forms, and particularly in the case of R . viscosissimum , may 
be moderately susceptible when weather conditions are favorable. 

GENERAL RESULTS 

The results of the study indicate a susceptibility and capacity for 
telial production in Ribes petiolare approaching that of the cultivated 
black currant from plantings of which damaging infection has been 
known to spread to pines for over a mile. R. inerme compared 
favorably with other highly susceptible wild species from concentra¬ 
tions of which instances of similar spread have been observed. Even 
the relatively low telial production of 11. viscosissimum and R. lacustre 
is known to be sufficient under moderately favorable conditions to 
seriously damage associated pines. The studies have given results of 
basic value in devising scouting programs to determine the extent of 
spread of the rust, 8 and in the development of control plans (20). 

SUMMARY 

This paper reports the results of studies of the white-pine blister 
rust in British Columbia and Idaho. The investigations were under¬ 
taken to determine the susceptibility and telium-producing capacity 
of the four principal ribes species in the commercial range of western 
white pine (northern Idaho, northeastern Washington, and western 
Montana), as a preliminary measure of the potential pine-infecting 
power of these species. 

Since the tests were concerned entirely with the probable compara¬ 
tive importance of these ribes species in spreading infection to pines,, 
methods used in other rust investigations were not applicable. New 
systems of recording data, developed to meet the needs of the study, 
are fully described. 

The four species studied were Ribes petiolare , R. inerme , R . vis¬ 
cosissimum, and R. lacustre , all of which were present in the range of 
the rust in British Columbia. The studies w r ere conducted under 

• bustier bust in thk fab w*8T. Jan. 1 to Dec. 31,1928. Spokane Branch Off. Blister Rust Control. 
379 pp [Typewritten report ) See pp. 178-188. 
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natural conditions and included 5,098 tests (nearly 3,000,000 leaves 
on 2,740 different bushes) in interior British Columbia, from 1924 to 
1928, inclusive, and 1,358 tests (nearly 500,000 leaves) in the coastal 
region of British Columbia. Results were substantiated by 562 
tests (nearly 400,000 leaves) conducted in the white pine region of 
northern Idaho during 1933 and 1934. Ribes species other than those 
studied are seldom encountered in the commercial range of western 
white pine. 

Kibes petiolare was found to be extremely susceptible, approaching 
cultivated black currant in both severity of infection and production 
of telia. R. inerme is also highly susceptible, under very favorable 
conditions, equaling or surpassing R. petiolare in extent of infection, 
and bears abundant telia when growing in the shade. R. viscosis- 
simum and R. lacustre are more resistant. The latter occasionally 
becomes moderately infected, but is almost always quite low in pro¬ 
duction of telia. When density and size of telial columns are con¬ 
sidered, the relatively greater teliospore production and potential 
danger to associated pines of R. petiolare and R . inerme appear even 
more pronounced. Infection is heavier and telia are more abundant 
on plants in the shade than in the open. Data on average infection, 
telium production, and teliospore production are given for open, shade, 
and part-shade forms of each species. 

Relative susceptibility and ratios of telium production to percent¬ 
ages of leaf surface infected remained fairly constant, but weather and 
other environmental factors caused pronounced local and annual 
differences in the degree of infection between individuals and groups 
of individuals of the same species and form. It also appeared that 
variation was affected by the inherent differences in susceptibility 
between individuals. 

Results of the studies have been of basic value in formulating plans 
for control of the rust in northern Idaho and adjacent Montana and 
Washington. 
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A MICROCHEMICAL COLORIMETRIC pH PROCEDURE 
FOR DIFFERENTIATING THE TELIA OF CRONARTIUM 
RIBICOLA AND C. OCCIDENTALE 1 

By Rubv J. Ackbe, assistant pathologist , and Warren H. Goss, formerly junior 
chemist , Division of Forest Pathology , Bureau of Plant Industry , United States 
Department of Agriculture 2 


INTRODUCTION 

Efficient control of the white-pine blister rust (Cronartium ribicola 
Fisch.) is dependent upon early recognition of advance infections on 
ribes. As the distance betw een the areas in the West infected respec¬ 
tively with C. ribicola and with C. occulentale Hedge., Beth., and Hunt 
grows shorter, the differentiation of these tw o rusts in all stages becomes 
increasingly necessary. The present work was undertaken because 
there wras no known method of differentiating the two rusts in the telial 
stage. Very frequently from August to the end of the season the 
ribes leaves collected bear telia only. It w T as highly desirable that the 
differentiation be a quick, 100-percent effective method, applicable to 
small and sparsely infected specimens such as advance infections are 
likely to furnish. All the standard biological stains that had been tried 
failed to give any differentiation. Measurements of length and 
w r idtli of the telia of the tw o species gave unsatisfactory data, showing 
definite differences between the averages of a considerable number of 
specimens, but overlapping and therefore of no significance wdien 
applied to one unknown sample. 

It w*as assumed that certain constant differences in morphology, 
physiology, and behavior occurring in the other spore stages of these 
two species were concurrent with some basic physical-chemical 
difference in the telial stage, however small or variable. Because 
pH measuring methods indicate by color very minute differences in 
acidity or alkalinity, wdiich can have marked influence on the physical- 
chemical properties and reactions of tissue constituents, a series of 
exploratory studies of pH reactions was made. 

RESULTS OF EXPLORATORY EXPERIMENTS 

Though the exploratory studies involved different methods of 
approach and were constantly refined and changed, from the very 
beginning all the findings w'ere consistent and supported the theory 
of the reactions occurring in this procedure. 

The results of these preliminary studies showed some chemical dif¬ 
ference in the two species as indicated by their action upon various 
indicators, the effects of indicators on them, and differences in the pH 
values of measured quantities of water in which weighed amounts of 
telia w v ere extracted. In each case, however, the differences w r ere 

i Received for publication Feb. lfl, 1937; issued September 1937. Thus work, which was done at the Bureau of 
Standards, U. S. Department of Commerce, is one of a series of cooperative investigations carried on by that 
Bureau and the Division of Forest Pathology, Bureau of Piant Industry, U. S. Department of Agriculture. 
The research was supported in part by Emergency Conservation Work. 

3 Acknowledgment is made to S. F. Acroe, of the Bureau of Standards, for helpful suggestions. 
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those between the averages for a number of telia, and overlapped in 
much the same way as spore measurements. They were consistent 
for not over 70 percent of the specimens tested and negative or without 
significance for the others, or else very slight or transitory. For 
instance, some indicator solutions or mixtures containing indicator 
solutions produced colors in the two species differing in hue as much 
as two indicator solutions 0.1 to 0.5 pH apart. It was, however, 
impossible to establish color standards with any of the methods de¬ 
veloped in these preliminary experiments because the initial color of 
the telia of both species is yellowish, ranging from light honey to 
reddish brown, and varies in hue and intensity more within a single 
species than an indicator varies in hue and intensity over 0.4 to 0.5 Hp. 
Furthermore the phenolsulfonphtlialein indicators, the precise appli¬ 
cation of which to pH problems has been developed 3 4 by S. F. Acree 
and his coworkers are yellow on the acid side and intensely red, green, 
or blue on the alkaline side of their range. Obviously the combination 
of the variable initial color of the telia with the color of the indicator 
results in color massing and proportionate variation in the final color, 
and only a procedure resulting in two distinct colors, separated on 
the spectrum, would supply unmistakable differentiation of these two 
species. As pointed out previously, it was also necessary to have a 
method applicable to both sparsely and heavily infected specimens. 

EQUIPMENT AND PROCEDURE 

A procedure was finally developed that caused the telia of Cro - 
nartium occidentale to appear a bright green and those of C . ribicola a 
brilliant blue, when viewed under the compound comparison micro¬ 
scope or the compound microscope with a magnification of 108 X- 
Citations to color charts for a more accurate description of these 
colors are given along with other details of the procedure. 

The procedure consists essentially in consecutive measured exposure 
of the telia to 0.1 N hydrochloric acid, distilled water, and 0.001 M 
bromphenol blue adjusted to pH 7.6 (three units above the pH color 
range (3.0-4.6) of this indicator). Exposure to the acid and water is 
measured by the time interval of and the amount of agitation during 
each step. Exposure to the indicator is controlled by regulating the 
thickness of the film of indicator in the mount. The exploratory ex¬ 
periments gave evidence of a minute but not easily demonstrated 
physical-chemical difference between the two species. The procedure 
intensifies and amplifies this difference and expresses it in two definite 
and unmistakable colors. 

The critical factors in the procedure seem to be the balance between 
the exposure of the telia to the hydrochloric acid and to the water 
and the choice of indicator and its pH adjustment. If the concentra¬ 
tion of the acid solution, the length of the time intervals in acid or 
water, or the pH value of the bromphenol blue are changed at random, 
the results vary over a wide range of yellow, brown, green, blue, 
purple, and mixtures of all or any of these colors, or the two species 

3 Birue, R. T., and Acrek, S. F. on the quinone phenolate theory of indicators, a spkctro- 

PHOTOMETRIC MF.THOD FOR MEASURING THE CONCENTRATIONS OF QUINOIDAL AND LACTOIDAL BALTS AND 
THE EQUILIBRIUM AND AFFINITY CONSTANTS OF THE PHENOLPHTHALEINS AND PHENOLSULPONPHTHALEINS 
Jour. Amer. Chera. Soc. 41: 1031-1050. 1919. (Contains references to earlier papers.) 

4 Acree, S. F , and Fawcett, E. H. the problem of dilution in colorimetric h-ion -measure¬ 
ments. II—«U8E OF 1SOHYDRIC INDICATORS AND 8UPERPUKK WATER FOR ACCURATE MEASUREMENT OF 
HYDROGEN-ION CONCENTRATIONS and salt errors. Indus, and Engin. Chem. Analvt. Ed. 2: 78-85, Ulus 
1930. (Contains references to papers appearing after 1919.) 
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may stain the same shade of green or blue, different shades of green 
or blue, or both green and blue in the same mount. It is probable 
that variations in the exposures and concentrations used in tliis pro¬ 
cedure could be rearranged so that the balance would not be destroyed 
and the results would be the same. 

The success of this procedure indicates that a combination of mi- 
crochemical technique and pH procedure may offer new possibilities 
for the differentiation by color of species and varieties otherwise in¬ 
distinguishable. There is a definite need for such methods in the study 
of such groups of fungi as the rusts, where the lack of any known 
method of artificial cultivation deprives the investigator of this prolific, 
source of criteria for species identification. 

For readers who may be concerned with solving a similar problem, 
tlie procedure will be described as it was carried out during the develop¬ 
ment of the process and will, therefore, include the equipment and 
handling necessary for putting two preparations through the same 
treatment, separately and as nearly simultaneously as possible. Any 
discrepancies in equal processing of the two samples, due to the neces¬ 
sity of starting one first, were kept at a minimum by starting one 
sample first in each separate step of the process and then repeating 
and starting the other sample first each time. 

The following items were assembled ready for use: 

(1) A dissecting microscope; wido-augle lenses greatly increase comfort and 
efficiency. 

(2) A comparison microscope equipped with a OX ocular and 10-, H-, 4-, and 
-•nun objectives, but for these experiments the Hi-mm objective would have been 
sufficient. 

(3) Samples to be tested: Pieces of ribes leaves one-eighth to three-eighths of an 
inch across bearing some normal fully developed telia. 

(4) A clean, highly polished curved scalped with square end and convex cutting 
edge. 

(.">) A clean, polished, slender-tipped pair of forceps. 

(Jb A small water-color camel’s-hair brush with the bristles cut off straight across 
the thickest part of the brush. 

(7) A bottle of 0.1 N hydrochloric acid. 

(5) A beaker of 100-cc capacity, containing 50 ec of distilled water. 

(9) Four glass jars or flasks with tops or stoppers of about 30-ec capacity, each 
containing 25 cc, of distilled water; two jars to be used for first washing and two for 
second washing. 

(10) A supply’ of small torn pieces of absolutely" clean dry filter paper. 

(11) Some chemically clean cover glasses and slides, with labels. The labels 
must be pasted on without smearing excess glue out onto the slide, to avoid chem¬ 
ical contamination. 

112 ) Wash bottle or beaker containing distilled water. 

(13) A waste jar or beaker. 

(14) Two watch glasses about 2 inches in diameter, each containing 1 ccof 0.1 X 
hydrochloric acid. This acid should be put in the watch glasses just before start¬ 
ing the test. 

(15) 0.001 M bromphenol blue adjusted to pH 7.6, preferably in a pyrex drop¬ 
ping bottle. 

(16) Some sterile surgeons’ gauze. 

To cut down the time of manipulation and so keep the processing 
of the samples of the two species as nearly simultaneous as possible, 
the same camers-hair brush, forceps, and scalpel were used in each 
step and for both species. After each single manipulation, however, 
the instrument used was washed in distilled water and dried on sterile 
surgeon's gauze. The possibility of introducing error-producing 
chemicals through contact with the gauze was checked by previously 
boiling the gauze in distilled water for 10 minutes and comparing the 

16962—37-3 
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pH reading of this water with that of the same quantity of distilled 
water from the same source, boiled 10 minutes. The gauze produced 
no change in the pH value of the water. 

The procedure is as follows: 

(1) Note the starting time and drop the samples of leaves, with 
telia-bearing surfaces down, into watch glasses containing 2 cc of 
0.1 N hydrochloric acid. 

(2) Under the dissecting microscope, reverse the samples so that 
the telia are up and with the cameFs-hair brush tease air bubbles from 
the telia and leaf surfaces; turn back so that the telia-bearing surfaces 
are down; agitato by giving the watch glasses two left-to-right motions 
with the hand. 

(3) Twenty minutes after starting time, agitate again by two left-to- 
right motions with the hand. 

(4) Twenty-seven minutes after starting time, agitate again. 

(5) Thirty minutes after starting time, with forceps remove the leaf 
samples from the acid, touch with filter paper, pass through the water 
in the 100-cc beaker, touch with filter paper to remove excess water, 
and put into the jars containing the first wash water and agitate. 

(6) Forty-five minutes after starting time, agitate the jars con¬ 
taining the samples and first wash waters, and with forceps transfer 
the samples to the second w ash w ater and agitate. 

(7) Sixty minutes after starting time, agitate the second wash 
•waters containing the samples, remove the samples with forceps to the 

slides and place them to one side of mounting spaces on slides that are 
already in focus under the dissecting microscope. 

(8) Draw excess water from the samples with filter paper but leave 
enough to keep the telia thoroughly wet. 

(9) Putting the scalpel close to the bases of the telia, lift or drag 
them from the leaf. When about a dozen are removed to each slide 
drag them to the centers of the areas intended for mounts, remove 
excess water with filter paper, put enough bromphenol blue, pll 7.0, on 
each lot of telia to make a film between the slide and cover glass about 
the same thickness as the thickness of the telia, and put on the cover 
glasses. 

(10) Remove the slides at once to the comparison microscope for 
observation. During the process of removing the telia from the leaf 
samples and putting on the bromphenol blue, pH 7.0, the telia must 
stay wet, but excess pools of water must be avoided. Obviously an 
excess of w r ater would affect the indicator. Under the comparison 
microscope it will be observed that the indicator immediately sur¬ 
rounding the telia of both species at first turns yellow. This yelhnv 
slowly diffuses into the indicator of the remainder of the mount, and 
more or less rapidly the telia of Cronartium ribicola become blue and 
those of C. occidentale green. This takes from 5 to 15 minutes. 

(11) When the blue or green of the telia approaches its maximum 
brilliancy, place the slides under the dissecting microscope and w T ith 
filter paper draw off all the indicator possible. This must be done 
quickly and be so manipulated that all is drawn from around the telia 
at least, so that any small remaining amount must not contact the 
telia. Press the cover glass firmly down upon the telia and slide by 
applying weights or wooden pinch-type clothespins. This must be 
done so that the mount is as nearly as possible the thickness of the 
telia but mashing of the latter should be avoided. A little experience 
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is needed to develop judgment as to when to draw off the indicator to 
secure brilliant but not overstained preparations and how much pres¬ 
sure will make a thin mount without crushing the telia. 

Staining with the residual indicator is evidently greatly intensified 
by the evaporation of the water and proportionate increase in the 
concentration of the indicator. This can be easily and quickly con¬ 
trolled by running paraffin oil under the cover glass as soon as the 
colors attain the desired intensity. This makes a clearer, more 
transparent preparation, but the mount is too messy and dust-collect¬ 
ing for anything but temporary use. 

tinders taming results in softer, less true blues and greens; over¬ 
staining, in bluish or greenish black. The mashed telia are always 
paler and sometimes a less true blue or green. This may be due to the 
smaller mass of color in a thinner layer of cells or to some chemical 
reaction that occurs when the tissue is crushed. It is not necessary to 
leave the clothespins on more than 20 to 30 minutes, but no harm is 
done if they remain on overnight. After the clothespins or weights are 
removed, these preparations can be stored away from the dust and kept 
for several months without ringing with balsam, but it is necessary to 
handle them carefully to prevent the cover glass from slipping off. 
For this reason slides that are to be kept should be ringed with Canada 
balsam or collodion too thick to run under the cover glass. To 
facilitate ringing, the balsam can be warmed; but if it contacts the 
telia, their color is sometimes changed. Preparations sealed with 
balsam or collodion retain their transparency and full differential 
color values for at least a year. 

Oil mounts can also be made by removing the clothespins or weights 
and the cover glass, adding a drop of paraffin oil, replacing the cover 
glass and ringing the mount with Shuh’s cement. Very clear slides 
that will keep from 6 to 10 weeks are so obtained. In time, however, 
the colors lose their brilliancy. 

As stated previously, the differential characteristic of this process 
is that Cronartium ribicola stains blue and C. occidentale green. The 
blue will vary from a brilliant deep hue to a duller or paler blue and 
the green from a deep bluish green to a softer grayer or pale green. 
Not all the telia on a slide stain evenly; some are deeper or paler, 
harder or softer, more or less true blue or green, but C . ribicola appears 
definitely blue and (\ occidentale definitely green, under a magnifica¬ 
tion of ION X. For accurate description of these colors, Ridgway’s 
Color Standards and Maerz and PauPs 6 Dictionary of Color were 
consulted. Because of the transparent quality of the colors in the 
latter, both the greens and blues were best matched in it. The blues 
corresponding most closely to the blues in the C. ribicola telia are 
found in Maerz and PauPs plate 34 L 7 -12, and the greens matching 
those in C, occidentale best are found in their plate 30 L 6-12. Of 
Ridgwav’s colors, the blues matching best are those in plate VIII, 
light cerulean blue, cerulean blue, oxide, and Antwerp blue, and the 
greens matching best are those in plate Vll, light blue, Guinea, and 
dark viridian green, and plate XVIII, oriental and dark yellowish 
green. 

Upon further study w T ith a magnification of 160 X or more, it is 
evident that the blue telia of Cronartium ribicola are made up of 


* Kidowat, R. color standards and color nomenclature. 43 pp., Ulus. Washington, D. C, 1912. 
8 Maerz, A., and Pat t l, M. It. a dictionary or color. 207 pp . Ulus. New York. 1930. 
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white matrix or cell wall and deep-blue spores or spore contents with 
sometimes a little very pale yellow matrix at the tip. Those of 
C. occidentals have a yellow or pale yellow-green matrix, green or 
green-blue spores or spore content, with sometimes a few scattered 
patches of blue where the indicator has evaporated on the telia sur¬ 
faces. The blue when present is not the clear, brilliant, and undiluted 
bluo of the C. ribicola telia, but dull and greenish. The bright-green 
color seen under the lesser magnification is apparently the composite 
color of the layers of pale and deep green, yellow* and green, yellow 
and blue, green or green blue. For differentiation purposes a mag¬ 
nification of 108 X or less is best, because it shows clearly and 
definitely blue telia if the specimen is C '. ribicola and green if it is C. 
occidentale. The reliability of this procedure for identification was 
tested on 173 specimens of known origin. 

The development of this procedure involved a great deal of experi¬ 
mentation in precise technique which was greatly facilitated by the 
use of the dissecting and comparison microscopes. The dissecting 
microscope assists in the elimination of such sources of inaccuracy 
as air bubbles on the telia and leaf surfaces in the acid bath, and 
excess water in the mount. The simultaneous observation of the 
color changes in the two mounts, made possible by the use of the 
comparison microscope, saves innumerable timing and time records, 
and obviates the necessity of depending upon the memory for color 
comparisons. 

SUMMARY 

The established methods of species identification failed to furnish 
means of differentiating Cronariivrn ribicola and (\ occidentale in the 
telial stage. 

It was assumed that certain constant differences in the morphology, 
physiology, and behavior occurring in the other spore stages would be 
concurrent with some slight but basic physical-chemical difference 
in these two species that would occur also in the telial stage. Studies 
involving pH reactions were made because of the minute differences 
that such methods reveal and with the hope that if such a difference 
existed it could be demonstrated unmistakably by color. 

Many exploratory experiments showed that there was a definite 
and consistent but not easily demonstrated microchemical difference 
between the two species. The objective then became the development 
of a treatment to amplify this difference and an indicator solution to 
demonstrate it. This was accomplished by certain treatments with 
dilute acid, distilled water, and bromphenol blue under pll control. 

The results of this work indicate the opening of a new field of study 
for the solution of similar problems. The value of applying pH 
methods to problems involving study of very subtle biological differ¬ 
ences lies in the delicacy and precision of the reactions. This is 
evidenced by the consistency of the results when different indicators 
were used in various ways and by the variable results caused by slight 
alterations in the procedure. 



MERMIS SUBNIGRESCENS, A NEMATODE PARASITE 
OF GRASSHOPPERS 1 


By J. R. Christie 2 

Nematologist, Division of Nematology, Bureau of Plant Industry, United States 
Department of Agriculture 

INTRODUCTION 

In a pr evious paper the author pointed out that in the United States 
the most common nematode parasites of grasshoppers are Agamermis 
decaudata Cobh, Steiner, and Christie, 1923, and Mermis subnigrescens 
Cobb, 1920, 4 species belonging to the family Mermithidae. The life 
history ami the economic significance of the former species were 
discussed. The present paper deals with M. subnigrescens. 

Whereas Agamermis decaudata is occasionally found in insects other 
than grasshoppers, Mermis subnigrescens appears to be strictly a 
parasite of grasshoppers. It has been found naturally infesting nine 
different species of these insects, including both Tettigoniidae and 
Acrididae; two additional species have been experimentally infested. 
It has not been found in crickets, even though they were collected in 
fields where a large percentage of the grasshoppers harbored the 
parasite. Numerous attempts to experimentally infest other insects, 
including crickets and mole crickets (Gryllotalpinae), have not been 
successful. 

Mermis subnigrescens occurs throughout the New England States 
and westward to Minnesota, Iowa, and Missouri. Its range apparently 
does not extend as far south as that of Agamermis decaudata , for it is 
rarely found in the vicinity of Washington, D. (\ The present paper 
is based on investigations conducted largely at Woods Hole, Mass., 
and statements regarding life history and behavior apply to that 
localitv. 

LIFE CYCLE 

The life cycle of Menu is subn igrescens differs in one important respect 
from that of Agamermis decaudata. Eggs of the latter species are 
deposited in the soil. Upon hatching, the larvae migrate to the 
surface, climb the vegetation, and seek newly hatched grasshopper 
nymphs, which they enter by boring through the body wall. Eggs of 

M. subn igrescens are never deposited in the soil. Gravid females 
migrate to the surface and climb the vegetation, on which they deposit 
their eggs. Grasshoppers, while feeding, swallow the eggs, which on 
reaching the alimentary tract promptly hatch. The larvae penetrate 
the wall of the alimentary tract and enter the body cavity, where they 
develop. 

1 Received for publication Fob. lf>, 1937: issued September 1937. 

- The author wishes to acknowledge the aid of W. 1). Courtney, who assisted w itki field woik during the 
summer of 1929; of B, O. Chitwood, who assisted during the summer of 1930; and of Oerald Thorne, who 
assisted during the summer of 1931. Figures 1, B, and 3 were taken from unpublished notes of the late 

N. A. Cobb. 

* Christie, J. R. life history of agamermis dkcavdata, a nematode parasite of grasshoppers 
and other inskcts. Jour Agr. Research 52’ 101-198, Ulus. 1930. 

* Cobb, N. A. the species of mermis, a grovi* of very remarkable nemas infesting insects. 
Jour. Parasitol 13 [00]-72, illus. 1920. 
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THE EGG 

The egg (figs. 1, A, and 2) is protected by two coverings, the outer of 
which is easily removed. With this outer covering removed, the egg 
(fig. 1, B) has the shape of a sphere slightly compressed at the poles. 



Figure 1 .—Egg of Mermts submgrescem: A, Showing outer and inner layer* of shell, Ii, with outer layer 
of shell removed, showing larva within; C, in process of hatching; 1), wnth larva emerging. 


The diameter from pole to pole is 50// to 54// and at the equator 
53// to 56//. The inner covering or shell is about 2.5/x in thickness 
and brown in color. The outer covering is divided into two cuplikc 



Figure 2.—Eggs of M ennui suhnigrescem showing variations in the form of the byssus. (Drawn from 

photomicrographs.) 


parts by a groove at the equator, and at each pole there is a raised or 
thickened area formed by the attachment of the entangling append- 
ages or byssi. The size and shape of these polar thickenings vary 
considerably, as does also the form of the byssus (fig. 2). There are 
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two opposite areas at the equator where the color is lighter than else¬ 
where, and these areas are partially dissolved by the digestive fluids 
of the host, permitting the escape of the larva. At the time of depo¬ 
sition the egg contains an infective larva that has molted at least 
once (fig. 1 , B). 

The time of maximum egg deposition is usually during June and 
July, but, as will be discussed later, this is controlled by weather con¬ 
ditions. On foliage an egg remains viable throughout the summer, the 
larva presumably being protected from the sun’s rays by the brown 
pigment in the shell. Eggs kept in water in a corked bottle at room tem¬ 
perature remain viable for at least 2 months; 
when kept on slightly moistened filter paper in 
a moist chamber some remain viable for a year. 

MODE OP INFESTATION 

Grasshoppers become infested, while feed¬ 
ing, by swallowing eggs of the parasite, and 
therefore they are vulnerable throughout their 
entire life. As a nymph grows older and its 
food consumption increases, its chance of be¬ 
coming infested is correspondingly greater. 

The fact that a nymph becomes infested while 
young does not prevent it from acquiring ad¬ 
ditional parasites later in life. Grasshoppers 
are frequently found that harbor a hundred or 
more parasites of widely difierent ages. 

When an egg reaches the alimentary tract 
the outer covering bearing the bvssi has usu¬ 
ally been rubbed off. The two opposite clear 
areas at the equator gradually become clearer 
and begin to protrude until they appear as 
colorless, hemispherical projections (fig. 1, C) f 
\Uiieh finally rupture and provide an opening 
for the escape of the larva (fig. 1, D). So far 
as has boon determined, the larva in no way 
assists in its liberation. When first freed it is 
rather sluggish, although it quickly becomes 
active and soon penetrates the wall of the 
alimentary tract and enters the body cavity. 

This migration is discussed more fully in a 
later section. 

The recently hatched larva (fig. J) is about 
740/x long by 34/x wide. A stylet of peculiar 
form is present, which can best be understood 
by reference to figure 1, B. The esophageal region, which comprises 
nearly half the length of the body, contains eight large esophageal 
glands (stichocytes) closely resembling those of Agamermis decavdata . 
The body ends posteriorly in a rounded terminus. A node and a post- 
nodal region are lacking. 

PARASITIC LAVAL STAGE 

The parasitic development of the larva has not been carefully 
studied, but it seems essentially the same as that of Agamernm 



Figure 3.— Recently hat died larva 
of Mtrmis sutmigrescrns 
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decaudata . There is the same rapid increase in size and the same type 
of tropliosome development. 

Males usually remain in the host from 4 to 6 weeks and attain a 
length of from 20 to 60 mm. Females usually remain in the host 
from 8 to 10 weeks and attain a length of 50 to 160 mm. However, 
both the duration of the parasitic stage and the size of the fully grown 
larva are subject to great variation. In general the fewer parasites 
the insect harbors, the larger they become and the longer they remain 
in the host. Likewise there is a tendency for these parasites to grow 
larger and remain longer in a large grasshopper than m a small one. 

The emergence of Mermis subnigrescens results in the death of the 
host. A grasshopper may harbor parasites of widely different ages, 
and when the oldest ones emerge most of the others perish with the 
host. However those that are almost fully grown may also emerge 
and enter the soil. The same thing happens when a parasitized 
grasshopper dies from some other cause: the parasites that are nearly 
full grown may emerge, the others will die. Many of these prema¬ 
turely emerged individuals eventually die in the soil, but some 
undoubtedly survive. The parasites begin emerging at least by the 

first of July and con¬ 
tinue throughout the 
summer as long as grass¬ 
hoppers are alive. The 
emergence of M. sub¬ 
nigrescens from its host 
is similar to that de¬ 
scribed for Agamermis 
decaudata . 5 

The final molt occurs 
the following spring. 
Experimental speci¬ 
mens buried at Woods Hole during the autumn of 1927 had molted 
or w r ere in the process of molting when examined on April 12, 1928. 



Fig i RK 4. Copulation in Mermis subnigrexcenit (Freehand sketch.) 


ADULT STAGE 

Mermis subnigrescens is found in the soil at various depths down to 
about 24 inches. The majority occur from 6 to 18 inches below* the 
surface. As a rule, individuals remain alone and one rarely finds a 
female and one or more males coiled into a knot as is charaeteiistic 
of Agamermis decaudata. Copulation takes place at least occasionally 
and has been observed several times (fig. 4). By July females that 
emerged from their hosts the preceding summer begin to exhibit 
a brownish color owing to accumulating eggs, and by September they 
appear nearly black except for a short region at. each extremity of the 
body. At this time the eggs are viable. 

Oviposition takes place the following spring, beginning about the 
first of June and continuing until the first of August or possibly 
longer. In 1927 eggs were first found on the foliage May 27, but it 
was not until June 6 that they were numerous; in 1929 they were 
first found June 1, and by June 25 and thereafter they were numerous. 
Eggs are laid only during rains, and should there be no rain in June 
they will not be deposited in any number until rain occurs. 


5 Christie, J. K. See p. 187 of citation ulven in footnote 3. 
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Eggs are apparently not deposited during tlie night, a point that is 
discussed in a later section. At daybreak on a rainy morning in 
June or July ovipositing females are found moving about on the 
grass and other vegetation. If the rain continues, egg deposition 
goes on throughout the day, but if the rain ceases and the foliage 
becomes dry, the females coil up, fall to the surface of the ground, 
and enter the soil. Should the supply of eggs not be exhausted, a 
female presumably comes to the surface and resumes egg laying during 
a subsequent rain; however, the author was not able to demonstrate 
this experimentally. Before ovipositing, a gravid female 85 mm long 
contains approximately 14,000 eggs. 

When laying eggs a female is entwined about a grass stem or other 
object (fig. 5), and the head end is extended farther and farther from 



Kiwi ke :> - -Komulos of Mmnut suhntgitscena dopoMtmg (From freehand sketches made in the field > 


the supporting stem and is moved about with a more or less circular 
motion. If another stem is nearby, the anterior end is entwined at 
a point somewhat higher than the mermitlud’s position on the first 
stem. Thus, in dense vegetation a female, as it moves horizontally, 
is likely to mount higher and higher. However, if no object is nearby, 
more and more of the anterior ond of the body extends until it begins 
to sag, and another or even the same stem may be entwined at a point 
nearer the ground. 

How long a female lives after the uteri are emptied of eggs has not 
been determined. Since by this time the trophosome is nearly ex¬ 
hausted of reserve food materials, it seems unlikely that the female 
is able to survive another winter or to develop more eggs. However, 
if females are prevented from coming to the surface to deposit eggs, 
they will survive for several years. 

Some of the males and females that emerged from hosts during 
September 1930, and were buried in containers at Woods Hole on 
September 25, 1930, were alive and in apparently good condition 
when examined on May 15, 1933. The females were filled with eggs, 
and there was no indication that any considerable number had been 
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deposited. Normally these individuals would have laid their eggs 
during June and July 1932, but being in containers they were unable 
to come to the surface. Sunlight is apparently the stimulus that 
causes egg laying. If an ovipositing female is placed in the dark, 
egg laying immediately stops; if again it is brought into the light, 
egg laying is promptly resumed. This interesting behavior has been 
described by Cobb. 6 

SECURING MATERIAL FOR STUDY 

A limited number of postparasitic specimens of Mermis subnigrescens 
can usually be secured by digging, but this is a slow and laborious 
procedure. During the course of these investigations considerable 
digging was done not primarily for the purpose of securing material 
but to determine the abundance and distribution of the parasites in 
the soil. When securing material is the object, the operation can be 
facilitated by the use of sieves. 

Adult females of Mermis subnigrescens can often be collected in 
large numbers while they are laying eggs. The collector should know 
the location of fields where these mermithids occur, and the fields 
must be visited during rainy days at the proper season of the year. 
On June 8, 1930, at Woods Hole, during a period of about 3 hours, 
the author collected 220 ovipositing females. 

Probably the most practical method of obtaining Mermis sub - 
nigrescens in large numbers is to collect infested grasshoppers and 
confine them in cages until the parasites emerge. For this purpose 
any typo of insect cage will serve if so constructed that 2 or 3 inches 
of soil can be placed in the bottom. In this soil the author usually 
planted whoat, which was allowed to grow a few inches high before 
the grasshoppers w r ere placed in the cage. When one has less access to 
a field wdiere there is a fairly high infestation a, great many parasites 
can be secured in this manner. When grasshoppers are collected in 
fields and confined in cages a considerable number usually die. The 
death rate is highest during the first day or two and then gradually 
decreases. The result is many prematurely emerged parasites, 
which is the chief disadvantage of this method of securing material. 
It can be overcome to some extent by allowing the nematodes to 
remain in the soil of the cage for several weeks. During this time 
many of the prematurely emerged specimens die and are eliminated. 
When subsequently examined, additional abnormal specimens usually 
can be recognized and discarded. The soil in tho cage must be kept 
moist at all times. 

The specimens of Mermis subnigrescens thus obtained can be buried 
in the soil, wiiere they proceed with their development and where 
they can be dug up and oxamined from time to time. One of the 
best containers for this purpose is an unglazed porcelain battery jar 
with the open end closed by 200-mesh, nickel alloy, wire cloth. 
Small jars for individual specimens can be obtained, or large ones 
that will accommodate 100 specimens or more. The soil used to fill 
the containers and in which the mermithids are placed should be 
composed in part of sand and should be passed through a sieve. 
When the container is subsequently dug up the mermithids may be 
secured by again passing the soil through a sieve. If the soil is 

6 Coaii, N. A. THE CHKOMATROP18M OF MERMIS SOBNIGRK8CENS, A NEMIC PARASITE OF GRASSHOPPERS. 
Jour. W’ash Acad. Sci. 19-150-106, illus 1929. 
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1 )artly sand and has previously been sieved this can be done with 
ittle danger of injury to the specimens. 

For concentrating these parasites in a small area, outdoor enclosures 
were constructed, 4 to 6 feet wide by 8 to 12 feet long, with the sides 
and top covered with ordinary window screening. Grasshoppers 
collected in fields of high infestation were placed in these enclosures, 
which were so situated that a naturally luxuriant vegetation served 
as food for the insects. The mermithid population of the underlying 
soil was undoubtedly increased in this manner, but even here the 
securing of specimens by digging was slow and laborious. 

If an adoquate source of infested grasshoppers is not available, 
uninfestod grasshoppers may be collected and artificially infested. 
Such a method could be employed should an attempt ever be made 
to colonize the parasite in regions where it does not exist. The 
following procedure has proved fairly satisfactory. Leaves of the 
buckhorn plantain ( Plantago lanceolata L.) were secured, and on 
them eggs of the parasite were sprayed by means of a small atomizer. 
The stems of the plantain leaves were then inserted into a small- 
moutlied vessel containing water, in the same manner as flowers are 
placed in a vase, and transferred to an insect cage. Any convenient 
cage can be used, the size depending on the number of grasshoppers 
to be handled. 

The chief difficulty with this and other methods employed for 
artificially infesting grasshoppers is to prevent too many eggs from 
being swallowed. So many mermithids per host are acquired that 
most of the parasites develop into males. 7 Grasshoppers infested by 
this method must be held in confinement and fed throughout the 
entire developmental period of their parasites, while in those already 
infested when collected many of the parasites may be almost ready 
to emerge. 

TIME OF EGG DEPOSITION 

Rain stimulates females of Mermis subnigrescens to ascend vegeta¬ 
tion and deposit eggs, a fact which was clearly demonstrated at 
Woods Hole in 1929. The spring and early summer were exception¬ 
ally dry, and very little rain fell between June 1 and July 19. On a 
plot of land where M. subnigrescens was known to be abundant, 
only a few eggs had been found on the foliage. On July 17, a lawn 
sprinkler was operated from 4:30 p. m. until 8 p. m. During this 
period of 3J-! hours an average of about 2 inches of water was applied 
over an area approximately 14 feet in diameter. Early the following 
morning 12 mermithids wero seen depositing eggs on the vegetation in 
this area, and undoubtedly there were others that were overlooked. 
None were found outside the sprinkled area. On the following day 
the sprinkler was moved to a new position, and the operation was 
repeated with similar results. In both sprinkled areas a subsequent 
examination of the foliage showed that eggs were present in abun¬ 
dance. 

It has already been mentioned that light is apparently the stimulus 
that causes egg laying, a fact which indicates that oviposition cannot 
take place at night. On July 19, 1929, four ovipositing females were 
kept under constant observation from 7:30 p. m. until 9:45 p. m. 

7 Christie, .t. R. some observations on sex in the mkrmithidar. Jour. Expt. Zool. 53* 59-70 
ilius. 1929. 
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During this time rain fell intermittently. When it became so dark as 
to make observation impossible a pocket flashlight was used occa¬ 
sionally. By 8:50 it was nearly dark, and by 9:20 it seemed totally 
dark. Throughout early twilight all four females continued their 
characteristic movements, but as darkness increased they becamo 
gradually less active. At 9:40, about 30 or 40 minutes after the last 
vestige of daylight had apparently disappeared, two of the females 
were still on the vegetation but had ceased moving about. The other 
two had fallen to the surface of the ground, where they remained partly 
coiled up and comparatively inactivo. Not one appeared to make any 
attempt to enter the soil. 

At intervals one of the females was removed from the vegetation 
and placed on a wet leaf, where it was allowed to remain for half a 
minute or a minute (table 1). The leaves were later examined and 
the eggs counted. The results appear to indicate further that eggs 
are not laid at night. 


Table 1 . —Effect of darlness on rate of egg deposition hg Merlin's subntgrescens 




1 

Eggs 

Tune of day (p. m ) female was placed on loaf 

Period left on leaf 

1 Light conditions 

found 
on leaf 


' 


Xu mix r 

7 45._. 

Vi minute. 

Early twilight 

21 

8 20 ... 

Vz minute 

; Late twilight 

18 

s 60._ 

h minute 

Almost dark 

41 

0 20_ 

1 nunuto 

1 Dark .. 

41 

0 40 

; 1 minute 

i ..do 

0 


DISSEMINATION OF THE EGGS 

Eggs of Mermis subnigrescens were found on any object over w hich 
the ovipositing female had passed, whether living foliage or dead 
branches. There was no evidence that females selected any particular 
kind of foliage on which to oviposit. Eggs were found on either side 
of a leaf, sometimes in masses of 25 or more and at other times widely 
scattered. They were largely confined to herbaceous vegetation to a 
height of about 2 feet. On a few 7 occasions they were found on the 
leaves of shrubs about 3 feet from the ground. The author saw no 
indication of dissemination by wind. 

To facilitate the examination of a large amount of vegetation for 
the presence of eggs, the following method was employed: A piece of 
corrugated glass about 3 inches w ide by S inches long, with the corru¬ 
gations running lengthwise, was hold on an improvised stand, in an 
oblique position, high enough from the table to allow' a beaker to be 
placed under the lower end. A second beaker, containing 20 to 30 
cc of water, was at hand. A leaf from the sample of foliage being 
examined was held on the corrugated glass with the left hand. A 
camel’s-hair brush, with the bristles cut off to about one-third their 
original length, was repeatedly dipped into the water and passed 
several times over both surfaces of the leaf. Thus the eggs were 
dislodged and carried by the water dow n the corrugations of the glass 
into the beaker below r . When the sample of vegetation was finished 
the remaining water was poured over the corrugated glass to w'ash 
any adhering eggs into the beaker. The water was then examined 
for eggs, usually after having been reduced in bulk by centrifuging. 
This method served well to demonstrate the presence or absence of 
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eggs, anti when oggs wore present it indicated with fair accuracy 
their relative abundance. 

During the summer of 1929 an intensive study was made of egg 
dissemination in the vicinity of Woods Hole and in some of the ad¬ 
joining localities of southeastern Massachusetts. The data secured 
are not given in detail. Suffice it to say that in fields where the para¬ 
site was present eggs were 
very widely disseminated. 

Samples of vegetation taken 
from the roadside, from hack 
yards, and from other ap¬ 
parently unpromising loca¬ 
tions were found very fre¬ 
quently to carry a few eggs. 

To determine the vertical 
distribution of eggs a sample 
of grass consisting of all that 
grew on 1 square foot was 
collected during duly 1929. 

Each stalk was cut close to 
the ground, the butts were 
placed evenly together, and 
the whole was cut into 2-inch 
lengths. Each 2-inch length 
was treated as a sepa rate sam¬ 
ple; every piece of grass in it, 
whether leaf or stem, was 
washed, and the washings 
w ereexamined for eggs. The 
results are shown m figure (>. 

On duly 12, 1929, collec¬ 
tions of grass and plantain 
leaves were made in 11 fields 
between Pawtucket, R. ]., 
and Franklin, Mass. Eggs 
w ere found in all except two 
collections. That one could 
go into a region where data 
were not available regard¬ 
ing the distribution of this 
nematode, take 11 samples 
of vegetation at random 
from w idely separated fields, 
and find epgson every sample 
except 2 is further evidence 
that the parasite is widely 
distributed. 

MIGRATION OF LARVAEiFROM INTESTINE TO BODY CAVITY OF 

HOST 

The hatching of Mermis subnigrescens eggs in the intestine of grass¬ 
hoppers and the passage of the larvae through the intestinal wall into 
the body cavity w ere observed on several occasions. In making these 



Fiovke f) —Vertical distribution of oggs of Mermis subnigm- 
cens on grass. The number of pieces of vegetation m each 
sample, the number of eggs found, and the height of each 
sample from the ground aie indicated. 
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observations the following procedure was followed: Recently hatched 
nymphs of Melanojflus femur-rubrum (DeGeer) were placed in a cage 
and kept without food for 24 hours. A mash was prepared by mixing 
cracker crumbs, cane sugar, and orange juice. About 100 viable eggs 
were mixed with a bit of this mash to form a pellet a millimeter or so 
in diameter. This pellet and a grasshopper nymph wore placed in a 
short glass tube corked at both ends. The nymph, when brought 
close to the pellet by patiently manipulating the tube, would usually 
eat. After a period of time varying from 30 minutes to 2 hours the 
nymph was killed, and its alimentary tract was removed and mounted 
on a slide under a cover glass in a drop of body-cavity fluid. A 
supply of adult grasshoppers was kept available to provide bodv- 
cavity fluid for this purpose. The preparation was then placed on 
the stage of a microscope for observation. 

The first indication of hatching usually occurred after 1 to hours, 
when the eggs began to show the characteristic clear, hemispherical 
projections. Very soon after this the mermithid larvae wore free in 
the intestine. At the end of 10 hours eggshells usually appeared in 
the feces. Most eggs hatched somewhere between the posterior end 
of the crop and tho rogion where the Malpighian tubes are attached. 

When first free from the shell the larva was comparatively inactive 
but soon began to move about. Sometimes 20 to 30 minutes elapsed 
before it passed into the body cavity. While penetrating the tissues 
pf the intestinal wall the stylet was distinctly seen being rhythmically 
protruded. Most frequently larvae penetrated the intestine at the 
region immediately posterior to the caeca. On one occasion a larva 
entered a caecum and passed through its wall into the body cavity 

EFFECT OF THE PARASITE ON THE HOST 

The effect of Agamermis decaudata on the development of its host 
lias been discussed in a previous paper. 8 In general the facts stated 
therein also apply to Mermis subnigrescens. The gonads of female 
grasshoppers are markedly inhibited in their development, and in¬ 
fested individuals are usually sterile. The effect on the development 
of the male gonads is loss pronounced. In both sexes growth is 
materially retarded, infested individuals remaining in tho nymphal 
stage longer than uninfested ones. A grasshopper is always killed 
when a parasite emerges. Thero is a tendency for the host to bo 
older when it becomes infested than in the case of A. decaudata , and 
also for a host to harbor a greater number of parasites. 

As already noted, Mermis subnigrescens apparently infests only 
grasshoppers. The following species were found naturally infested 
or were experimentally infested in the laboratory: 

Species: Infestation 

Arphia sulphurea (Fabricius)_ . _ __ ... Experimental. 

Camnula pellucida (Scudder)_ _ Natural and experimental. 

Chorthippus longicornu (Latreille)_ . . Do. 

Chortophaga viridifasciata (DeGeer).. Natural. 

Conocephalut s brevipennis (Scudder) _ _ __ Do. 

Encoptolophus sordidus (Burmeister)._ _. _ Do. 

Melanoplus bivittatus (Say)_ _ _ Do. 

Af. femur-rubrum (DeGeer). . .. __ __ Natural and experimental. 

M . mexicanus (Saussure)_._ _ _ _ Natural. 

Orphulella pelidna (Burmeister) _ _ _ __ Do. 

Romalea microptera (Beauvois)_ _ _ Experimental. 


* Christie, J. R. See pp. X86-18# of citation given in footnote 3 
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DISTRIBUTION IN NEW ENGLAND 

Between August 18 and 21, 1930, Gerald Thorne and the author 
collected and examined grasshoppers along the Merrimack River 
Valley between Manchester, N. 1L, and Woodstock, N. H., along the 
Connecticut River Valley between Middletown, Conn., and Woods- 
ville, N. H., and from several localities in the interlying country. 
Collections were made in 83 places, and tlio number of grasshoppers 
examined in each collection varied from 10 to 100, depending on their 
abundance. The results may be summarized as follows: 

Grasshoppers 

infested 

Collections of grasshoppers: {.percent) 

10 _ __ _ _ _ . None. 

30. . . - - _ _ _ 1 to 9. 

19 . . . . _ 10 to 19. 

11 . . - . ... _ _ 20 to 29. 

7_ _ ... --- _ . 30 to 39. 

3- -. ... - 40 to 49. 

2 _ . _ ... .. 50 to 59. 

1 _ _ . - . _. _ _ . _ _ _ 80. 

A total of 2,500 grasshoppers examined showed an average infes¬ 

tation of 12 percent. The grasshoppers were not identified, and the 
collections were made up of various species, with Melanophis femur- 
rubram usually predominating. The inermithids from 06 of the 
collections were identified by Thorne, to whom the author is indebted 
for this information. In 42 collections the parasites were exclusively 
A ter m is si/bnigreacens; in 17 collections both AI. svbnigrescens and 
Agamermix decaudata were present; in t> collections the parasites were 
all A. decaudata: and in one collection AI. subnigrescens, A. decaudata, 
and a species of llexamennis were present. 

About the same conditions exist in Barnstable, Bristol, and Plym¬ 
outh Counties, Mass., where the author has made many collections 
of grasshoppers. Aterm is subn igrescens is the most common merrnithid 
parasite of grasshoppers in New England, and in this region it is very 
widespread. There are few fields where its presence cannot be 
demons tra ted. 

ECONOMIC SIGNIFICANCE 

There is little doubt that both A term is subnigrescens and Agamermis 
decaudata are important factors in grasshopper control throughout 
the regions where these parasites occur. Of the two, AI. subnigrescens 
is perl laps the more important. It appears to be able to withstand a 
greater variety of soil and climatic conditions and to maintain itself 
in larger numbers where the grasshopper population is consistently 
low. It does not extend as far south as does A. decaudata. Insuffi¬ 
cient rainfall has undoubtedly prevented the spread of both species 
into semiarid regions. Throughout much of the area in the United 
States where they are not found their introduction is evidently out of 
the question. Nevertheless there may be isolated regions where they 
do not exist but where climatic conditions are such that they could be 
established. Of the tw r o species, AI. subnigrescens is probably the best 
suited for colonizing. Its eggs are easily secured in large numbers, 
remain viable for months, and can be shipped any distance. The 
artificial infestation of indigenous grasshoppers should be a compara¬ 
tively simple matter. 
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SUMMARY 

Mermis subnigrescens Cobb, a common parasite of grasshoppers, 
occurs throughout the northeastern part of the Unitod States end 
westward as far as Minnesota, Iowa, and Missouri. The present paper 
is based on studies made at Woods Hole, Mass. 

The adults of this parasite occur in the soil. On rainy days during 
•June and July gravid females come to the surface of the ground, ascend 
low herbaceous vegetation, and deposit their eggs. The eggs adhere to 
foliage by moans of the entangling appendages or byssi. Grasshop¬ 
pers, while feeding, swallow the eggs, which hatch in the alimentary 
tract. The larvae immediately migrate through the wall of the ali¬ 
mentary tract into the body cavity. They remain in the host from 
4 to 10 weeks to complete their growth; then they emerge by forcing 
their way through the body w r all and enter the soil. They molt the 
next spring, pass the ensuing summer and winter in the soil, and the 
females deposit their eggs during the following summer. 



THE PRODUCTION OF CITRUS MOTTLE-LEAF IN CON¬ 
TROLLED NUTRIENT CULTURES 1 

By H. D. Chapman and A. P. Vanselow, assistant chemists , and George F. 

Liebig, Jr., associate in the experiment station , California Agricultural Experi¬ 
ment Station 

INTRODUCTION 

Although it is now definitely established that mottle-leaf of citrus 
can be controlled by the use of zinc sprays (5, 7), 2 little is known about 
the true nature of this disease, the physiological function of zinc, and 
kindred questions. One approach to the solution of these problems 
lies in determining the nutrient and environmental conditions under 
which this disturbance can be developed artificially. Except for some 
indications recently reported by Haas (3) previous attempts to pro¬ 
duce mottle-leaf of citrus under the known conditions of solution or 
sand culture have been unsuccessful. Hoagland, Chandler, and 
Hibbard ( 4 ) have produced little leaf of apricot trees and zinc-defi¬ 
ciency symtoms in other plants by the omission of the zinc from 
culture solution, when special efforts were made to minimize zinc 
contamination. However, trials with citrus gave negative results 
under similar conditions. 3 This, they thought, might in part be due 
to the low light intensities prevailing at Berkeley, Calif. 

Accordingly, a series of experiments with citrus were set up at 
Riverside, Calif., in March 1930. The positive results of these trials, 
together with several interesting observations, appear to justify a 
progress report at this time. 

DESCRIPTION OF EXPERIMENTS 

The technique of these experiments is given in some detail for the 
benefit of those engaged in similar or related studies. 

Leafy twig cuttings from healthy, vigorous, Valencia orange trees 
were rooted in coarse-grained sand and then transferred to pyrex- 
glass battery jars containing nutrient solutions of the desired compo¬ 
sition. The cuttings were held in place by specially painted wooden 
plugs inserted in appropriately spaced holes in Bakelite covers. The 
sugar pine plugs were first painted with a high-grade asphaltum 
varnish and then with two coats of a synthetic Bakelite-type varnish. 
Previous work has shown that both Bakelite and the varnishes used 
are highly resistant to the deteriorating action of weak salt solutions 
and at the same time yield no toxic products to the culture solution. 
Although the ash of these materials contained traces of zinc and 
various other inorganic constituents (table 1), the resinous matrix of 

1 Recehed for publication Feb. 23, 1937; issued September 1937. Paper no. 366, Universil\ of California 
Citrus Experiment Station and Graduate School of Tropical Agriculture, Riverside, Calif. 

2 Reference is made by number (italic) to Literature Cited, p. 378. 

% Unpublished observations communicated to the authors by 1) R. Hoagland. 
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Table 1 .—Impurities in major chemicals (c. p. grade) and accessory materials 


Matei ltd 


Manufacturer 
or agent 


Lot no 


Impurities as determined spectrographicnlly 


Zinc con¬ 
tent 


Definite traces 


J ust detectable 


KsSfL. . 

KNOj— 
Ca(NOj)* 1H/> 
CaSO<.2Hj() 
KiPO,. 

MgSOtJHjO. 

Mk(NOj)2.«1IjO 

FeSO<.. 

KOH... 

KH80<. 

NaOH... 

Bakelite 

Asphalt paint 
(Gila coat) 
Phenolic re^in 
\ arnish 


General Chemi¬ 
cal Co. 

J. T. Baker . 
Merck... 

.do— 

J T. Baker 

Merck „. 

J. T. Bakei 

_do... . .. 

..do_ - 

.. .do... 

Mallinekiodt 
Bakelite Coipo- 
ration. 

Fullei A Co_ 

I Du P 011 I 


5 j 

4183-4 I 
30553 I 
31701 
11023 ' 

31433 j 
41034 ; 
72120 
121521 , 
51530 | 
117712(5 |. 


P. /j. m [ 

3 5 1 . . _ 

1 0 I Bi.. 

1 0 i Ag, Ca, Fe, Pb, Sn. . 

1 0 : Cu, Pb. .. _ 

3 5 As Bi. Ca. Cu, Mg, 
I Pb, Sb, Hi, Sn. 

2 0 i Ag, Cu, Mg. 

h 0 Cu, Mg, Pb, S 11 _ 

20 0 I Cu, Bi, Mg, Pb, Si, Sn. 

I Ca, Na.. 

! ("a 

I Al, Ca. .. 

j Al, Ca, Cu, Mg. Zn. 


I Ca, Pb, Ag. Zn 


Bi. Ca, Cu, Mg, Pb, 
S 11 , Hi. 

Ca, Cu, Pb, Sn, Hi 
Bi. B. Cu, Mg, 81 
Ba, Bi, Mg, \ r i, Hi. Sn. 
Ag, Hg. 

Bi, Tb, Sn. 

Bi, Hi. 

Ti. 

Sr. 


Fe, K, Mg. Sr 


PI), Ca, Co, Cu, Mu, 1 U J>, Nj, Si 
Mn ! 


the paint prevents appreciable solution of these elements. Before 
being used the battery jars, Bakelite covers, and painted plugs w ere 
digested with 20-percent hydrochloric acid. In order to avoid 
contamination of the nutrient solution with dust from the air, the 
covers were held tightly to the ground edge of the battery jars bv springs 
attached to a metal harness surrounding the jars, "flic battery jars 
were coated on the outside with an asphaltum, followed by an alumi¬ 
num varnish. During the summer it became necessary to reduce the 
solution temperatures within the jars by insulation with sphagnum 
moss. A portion of the general set-up is shown in figure 1. 

All water used in the experiment was redistilled in an all-pyrex-glass 
still designed for continuous operation. 

Zinc was quantitatively determined in all of the major chemicals 
used by the method of Vanselow* and Laurance ( 11 ). With the 
exception of the iron sulphate, they were found to contain so little 
zinc that purification was not attempted (table 1). 

Because of the precautions taken to prevent contamination and the 
fact that plant stimulation has often been produced by many other 
minor elements, 54 trace elements were added as a basic treatment to 
most of the cultures. A moderately concentrated stock solution of 
each was made up separately, and from these, secondary mixtures of 
compatible combinations. 

The kinds and amounts of these minor elements added to the final 
culture solution, the source from w T hich derived, and the results of a 
qualitative spectrograpliic determination 4 of the impurities contained 
by these chemicals are given in table 2. 

The impurities carried bv the major salts and several accessory 
compounds are shown in table 1. All acids used in the experiments 
were redistilled in a pyrex-glass still. 


4 These determinations were made by means of a concave grating spectrograph <//), samples of the dry 
material being arced on graphite rods. 
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The field observation that both nutrient and light conditions ap¬ 
parently modify the zinc requirement of citrus suggested that the cul¬ 
tures with and without zinc be duplicated under such conditions as to 
render both of the above factors variable. The treatments as finally 
set up are given in table 3. The cultures designated as “low light” 


Table 3.— Sat are of treatments under different light intensities 


Nature of culture solution 


Light intensity 


Mnjoi elements Minor elements 


Culture no 


Low (about 60 peroerr J fjOW Is,u ' 
less than out. of (loots |nn>h Nth 


Low N()< 


V11, 2 no /me. . 

111, plus zinc (0 05 p p. in ) 

i All, no zinc_ 

IA11, ulus zinc (0 05 p. p in.) 

( VII, no June... _ 

I All, plus zinc (0 05 p p in) 


High (about 20 percent 
less than out of (loots) 


11 Hill NOi._ 


High NOi (purified by 
Steluborg method) 


All, no zinc__ ... 

--.do.-. . 

Ill, plus zinc (0 05 p pm). 

None except Mn, I), Na, Cl, no 
zinc 

Double strength, all. no zinc.. - 
\11, no zinc. . 


I and 2 
5 and 0. 

M and 10 
13 and 14 
3 and 4 

7 and 8 

II and 12 
21 and 22 
15 and 10 
17 and IS 

It* and 2o 
23 and 24 


1 Measured with Weston photographic exposure meter. 

2 Designates 54 trace element combination given in table 2. 


were placed under a small lath shelter within the greenhouse, where 
the light intensity was reduced to about one-half that prevailing in 
other parts of the greenhouse. To secure information on the combined 
effects of the trace elements, cultures with no minor elements present 
except iron, manganese, boron, sodium, and chlorine, and with double 
the amounts of all but iron were included. Also, two cultures w ere 
purified according to the Steinberg (10) method by boiling with an 
excess of calcium carbonate. (Only the major salts were present at 
the time of purification, the trace elements being added to the purified 
solution.) 

The composition of the culture solution as regards the major ele¬ 
ments is shown in table 4. Iron sulphate, from which the zinc had 

Table 4 .--Major components of ton - and high-nitrate t altare solutions 




Quan- 

Quantity of indicated elements or rudieals per htei 

Type of .solution 

Salt used 

tity 



— 

— 


— 



nSr 

Ca 

Mg 

K 

NO« 

SO 4 

POi 




Mi Hi- 

Milli- 

Milli- 

Milli- 

Milli- 

Milli- 




gram- 

gram- 

gram- 

gram- 

gram- 

gram- 



(hams 

atoms 

atoms 

atoms 

atoms 

atom* 

atoms 


/k 3 po 4 . 

0 0212 



0 30 


. 

0 10 


Ca(N0i)2.4H'O 

. 2395 

\ 00 



2 0 ! 




CaSO^ELO . 

.1331 





0 77 


Low nitrate. 

MgS0 4 .7H 2 0_. 

. 1750 

77 

0 7i 



71 



K 2 SO 4 . 

1708 

- - - 

.. . 

2 03 


1 01 



Total.. 

. 

1.77 

.71 

2 33 

2 0 

2. 49 

. 10 


/X 3 PO 4 . 

.0212 



. 30 



10 


Ca(N0 3 )2 4H 2 O . 

1. 4848 

" ~o 27 ' 



'”l2.55 




KNOa.. 

.4974 



4.92 

4 92 



High nitrate. 

Mft(NOi)j 6 H 2 O 

.3244 


1 26 


2 53 




MgSOi 7H 2 0_ 

. 6102 

— 

2 50 


” 2 50 

- 


Total. 


0 27 

3 70 

5. 22 

20.00 

2.50 

.10 
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been removed by precipitation with hydrogen sulphide, according to 
the Vanselow and Laurance (11) method, was added daily at the rate 
of 0.2 mg iron per liter. 

Previous experiments by Haas (2) with Valencia orange cuttings 
have indicated that an intermittent rather than a continuous supply of 
phosphate is conducive to better growth. 

Accordingly, throughout the early stages of this experiment, phos¬ 
phate was alternately added and withheld biweekly. The cultures 
wore aerated continuously, the compressed air being introduced 
through sintered glass disks fused into the ends of pyrex-glass tubes. 

By the addition either of nitric acid or potassium hydroxide, the pH 
of the solutions was kept between 0.5 and 7.0. 

The culture solutions were at first renewed every month, and later 
every 3 weeks. Water lost by transpiration and evaporation was 
replaced daily by the addition of redistilled water. After the experi¬ 
ment had progressed for some time, quantitative determinations of zinc 
were made in both the fresh and the used solutions. The results of 
these determinations are as follows: 

Zinc per liter, 
mtligrams 

Fresh solution . .. 0. 007 

Used solution (1 month old). .. .. .003 


RESULTS 

The cuttings were transplanted from the propagating bed into the 
culture solutions on March 18, 1936, after the roots had been thor¬ 
oughly rinsed in distilled water. In less than 12 days new roots began 
to develop and shortly thereafter new shoots appeared. By April 28 
the leaves and shoots of the first growth cycle had attained full size, 
though the leaves were as yet somewhat tender and immature. None 
of the new leaves showed signs of mottle-leaf at this stage. The low- 
light plants appeared somewhat more healthy than the high-light 
plants and those grown in high nitrate were more vigorous than those 
grown in low nitrate. 

By dune 17 a second cycle of growth had emerged, the leaves and 
shoots having reached about the same stage of maturity as that of the 
first cycle on April 28. In contrast to the appearance of first growth 
cycle at this stage, the leaves of the plants in the cultures without 
zinc were more yellowish, some of them suggesting nitrogen deficiency; 
others showed some venation as in iron deficiency. Characteristic, 
though faint, mottle-leaf markings had developed in many of the now* 
mature first-cycle leaves of the plants growing in minus-zinc, high¬ 
light cultures. There w'as no mottle, however, in any of the plants 
of the low-light series nor were any of the plants of cultures receiving 
zinc affected. By the middle of July the second growth cycle was 
virtually mature, and the leaves, which on June 17 had appeared 
yellowish, had become strikingly mottled. The plants of cultures 9 
and 10 (low-light, high-nitrate, no-zinc) were only slightly mottled as 
compared with the more severe condition of corresponding cultures 
subjected to the full light of the greenhouse. 

After the first 2 months of this experiment the roots of some of the 
plants in various cultures began to rot. This type of rot (gelatiniza- 
tion) airways began on the very youngest roots, gradually spreading to 
older roots. At no time during this experiment was it possible to 
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correlate positively the incidence of this root rot with zinc, nitrate, 
light, or trace-element variables; on the other hand, it became in¬ 
creasingly evident as the experiment progressed that there was some 
relation between the phosphate status of the nutrient medium and the 
root rot. When phosphate was present the rotting usually became 
intensified, whereas when phosphate was omitted it tended to remain 
unchanged. In an effort to control the root rotting it was decided 
in June to decrease the concentration of phosphate to one-half of that 
employed at the outset. 

Toward the latter end of July a third growth cycle began to emerge 
on all those plants whose roots were still in a healthy condition. In 
contrast to the early chlorotic; appearance of the second growth cycle, 
this new cycle was green and vigorous. Moreover, the mottled 
leaves of affected plants began to turn green. A possible phosphate- 
zinc relation being suspected, phosphate was restored to its original 
level and kept present continuously until the termination of the ex¬ 
periment on September 15. As a result of this latter change, the 
leaves of the new third cycle soon began to acquire a yellowish cast, 
the venation of some of them becoming marked. By the middle of 
vSeptember the third cycle growth was virtually mature, the leaves of 
the plants in the minus-zinc cultures having become typically mottled. 

Inasmuch as the roots of all save those in one of the plus-zinc, 
high-light cultures began to rot at the time the second change in phos¬ 
phate technique was inaugurated, it was decided to make frequent 
small additions of zinc to one culture (no. 24). In contrast to the 
behavior of all the plants grown in the solutions lacking zinc, the third 
growth cycle of the plants in this culture remained healthy, the leaves 
attaining full size and becoming fully green. Moreover, the leaves of 
the second cycle, which on July 15 were badly mottled, became fullv 
green. Representative leaves from the first, second, and third growth 
cycles of a plant from culture no. 24 are shown in figure 2. The first 
growth-cycle leaves {(T) were at no time more than faintly mottled. 
The second-cycle leaves, B } formerly severely mottled, became com¬ 
pletely green though there was no increase in leaf size. 5 The leaves A 
from the third cycle of growth were fully green and normal sized. 

Owing to the increasing incidence of root rot in cultures hitherto 
healthy (occasioned, no doubt, by the continued presence of phosphate) 
the experiment was terminated on September 15. 

An idea as to the growth made by healthy cuttings during the fi 
months of this experiment may be had by reference to figure 1, B. 
Pictures of a few leaves from minus-zinc cultures showing some of the 
variations on leaf markings and sizes are presented in figure 3. The 
top row (A) shows mildly affected leaves taken from plants grown 
under low light conditions. The leaves in figure 3, B } show the more 
pronounced mottling developed under high light. That these leaves 
represent typical mottle-leaf may be seen by comparison with those 
shown in figures 4 and 5. 6 

The production of mottle-leaf under controlled conditions has made 
it possible to observe in detail the various stages in the development 

8 The greening of mottled leaves following zinc addition to the culture medium 'accords with the observa¬ 
tion of Parker (8) and Reed and Parker (.9) on the effects of zinc sulphate sprays 
0 At the authors’ rerpiest these latter were picked from orchard trees by E R Parker. A t the I mie they 
were selected, the corresponding foliage of adjacent zine-sulphate-treated trees was virt nally free from leav es 
wit h markings such as those depicted in figs 4 and 5. 
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of what is commonly regarded as the typical mottle-leaf pattern. 
The immature stage of leaves destined to become mottled is often 
characterized by a pronounced venation, the general color of the leaf 
being yellowish (fig. 6, two top leaves). As the leaf matures, the 
green areas adjacent to the veins spread and deepen in color and the 



Fhu/kk 2 .—Lea\as from plant of culture no 24 ’ A, Third-cycle leaves winch emerged green and heulthx 
following zinc additions, B, second-cycle leaves formerly severely mottled, but caused to turn green 
following the addition of zinc, C, first-cycle leaves. 

yellow-green areas between the veins become more pronouncedly 
yellow, thus giving rise to strikingly “mottled” patterns, often quite 
variable but with an element of similarity throughout. Small green 
spots are often seen in the yellowed areas. In more severe stages, 
the immature leaves are often uniformly yellow, the lower portion 
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Figure 4.—Leaves from mottle-leaf-aflected trees, showing some of the variations in size and markings. 
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of the veinal system being the only green part of the mature leaf. 
In mild eases the new growth may emerge entirely green, and only ns 
the leaf matures will small yellow-green blotches appear. 

During the course of leaf development, variations in degree of 
mottling may be induced by nutritional changes. Thus the con¬ 
tinuous presence of phosphate under the conditions of this experiment 




iioL'Ht 5 --Leaves from mottle-leaf-affected trees showing some of the \ariations in size and ma»him:,s 

caused immature but full-sized green leaves to mottle as they matured. 
On the other hand the frequent addition of small amounts of zinc 
caused mottled leaves to become green. However, at no time during 
the course of these experiments did any of the fully mature green leaves 
of the original cuttings become mottled, despite the development of 
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pronounced mottle-leaf in subsequent new growth. Cases of a similar 
nature on mature trees growing in orchards are often seen. This 
suggests that the zinc of mature leaves is rather immobile, as in the 
case of iron. 



Figure 0 —Progressive stages in the development of typical mottle-leaf Two top lea\es show* immature 
stage, the others progressive stages as the leaf matures 


It is of interest to note the effects of the trace elements. Where 
used in double strength, as indicated in table 3 (cultures nos. 19 and 
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20), top and root growth was definitely depressed though the leaves 
showed no localized evidence of injury. The roots were somewhat 
brownish and stubby. The plants of those cultures receiving zinc 
in addition to the 54 trace elements were healthy in appearance and 
showed no evidence of injury. It is unfortunate that, for purposes of 
comparison, cultures with zinc but minus the trace elements were not 
included in this experiment. 

Despite the high boron content of pyrex glass plus the addition of 
0.5 p. p. m. of this element to the culture solution, definite, though not 
severe, symptoms of boron deficiency (1) appeared in some of the 
plants during the course of the experiment. 

CONCLUSIONS 

Under the conditions of this experiment it has been possible to 
produce mottle-leaf of citrus by omitting zinc from the culture 
solution. Conversely, the addition of zinc not only prevented the 
development of mottle-leaf, but small amounts of zinc supplied fre¬ 
quently to plants already affected with mottle-leaf brought about 
recovery. Plants grown in the full light of the greenhouse (intensity 
about 80 percent of that out-of-doors) became severely mottled, 
whereas those subjected to a lower light intensity (about 40 percent 
of that out-of-doors) were but slightly affected. These results are in 
.accord with the field observation that the leaves on the south side of 
citrus trees are usually more mottled than those on the north side. 

During the early stages of this experiment there were definite 4 
evidences that the plants grown under conditions of high nitrate were 
more mottled than those grown with low nitrate, though in the latter 
there was no evidence of nitrogen starvation. However, the gradual 
decrease in the numbers of healthy cultures, owing to the incidence of 
root rot, has left this question unsettled. 

Apparently the degree of mottling can be strongly influenced by 
the phosphate content of the nutrient medium. Increases in phosphate 
accentuate the mottling. Whether this effect is due to decreased zinc 
solubility in the culture solution, or to decreased availability within 
the plant, cannot be stated definitely. Olsen (6*) lias shown that high 
phosphate will induce iron chlorosis in certain plants through reac¬ 
tions within the plants. Zinc may be similarly affected. 

Although mottle-leaf and root rotting were both accentuated by 
the continued presence of phosphate, there seems to be no necessary 
relation between these two conditions. On the one hand, mottle-leaf 
developed in plants that at no time were affected with root rot; on 
the other, root rot occurred unaccompanied by mottle-leaf. 

The results of this experiment are more in harmony with the view' 
that zinc is an indispensable plant food element, motile-leaf of citrus 
being a manifestation of this deficiency, than that this element func¬ 
tions as an antiseptic or corrective. 
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NUTRITIVE VALUE FOR DAIRY COWS OF ALFALFA HAY 
INJURED BY SULPHUR DIOXIDE 1 


Bv O. C. Cunningham, dairy husbandman , L. H. Addington, assistant dairy 

husbandman , New Mexico Agricultural Experiment Station, and Lewis T. 

Elliot, chemist , New Mexico Feed and Fertilizer Control Office 2 

INTRODUCTION 

Tn the vicinity of some industrial plants, the concentration of sulphur 
dioxide in the atmosphere becomes sufficiently high to injure the 
vegetation. Alfalfa (Medicago sativa L.) is one of the plants that is 
most susceptible to injury from this gas. 

The injury to plants is of two types, chlorotic and acute (5 ): 3 The 
chlorotic type, which appears several days after fumigation, is evi¬ 
denced by a rather rapid disappearance of chlorophyll from an other¬ 
wise apparently normal leaf. The acute type sometimes results in 
markings of the alfalfa leaves within the hour, the leaves first stiffening 
and then becoming flaccid. The flaccid areas of the leaves bleach 
almost to an ivory color after exposure to a few hours of sunshine. 
The injury is first noted at the margin of the leaflet, and progresses 
between the veins toward the center. Leaves frequently drop from 
the plant when the greater part of the green tissue of the leaflets is 
destroyed. The injury with which this paper deals was mostly of the 
acute type, but there had been little, if any, dropping of the leaves at 
the time the alfalfa was cut. 

The question has been asked bv farmers and others living in areas 
where the alfalfa crop is sometimes affected by sulphui dioxide whether 
the injury to the leaflets reduces the feeding value of the alfalfa. 
If the feeding value is reduced it is important to know whether the 
reduction is due to lessened palatability, to decreased digestibility, 
or to an actual diminution in the nutrient value of the plant. Tn the 
fall of 1930, alfalfa fumigated by sulphur dioxide became available 
and the opportunity was presented to study the problem by conducting 
a 00-day double-reversal feeding trial. 

EXPERIMENTAL MATERIALS AND METHODS 

A field of fourth-cutting alfalfa which had been noticeably marked 
by sulphur dioxide on three occasions and subjected to relatively high 
concentrations on numerous other occasions, was selected for the 
experiment. The alfalfa was grown between the approximate dates 
of August 3 and September 8, 1930, on a 20-acre field in the upper 
Rio Grande Valley, situated about 4 miles northwest of the plant of 
the El Paso Smelting Works at El Paso, Tex. 

1 Received for publication Mar. 19, 1936, issued September 1937. The writers were aided in this work 
by a Kraut from the American Smelting A Refining Co. 

1 The authors acknowledge the assistance of the following persons during the course of the evperiment: 
I/. V. Olson, for the photograph shown as fig. 3 and data for the curves in fig. 2; Dr. M. I). Thomas, for 
sulphur analyses of the two hays; U. R. Quesenberry, for grading the hays; Dr. J. N. Abersold, for energy 
determinations on the feeds, refuse, and excreta; W. H. Ball, for the data used in making fig. 1; and Fred 
Wolf, John Oaume, and Maggie McKeand, for assistance in making the many calculations involved. 

* Reference is made by number (italic) to Literature Cited, p. 391. 
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Before the alfalfa to be used for the experiment was cut, the per¬ 
centage of the leaflets that were marked by the gas was determined. 
The calculations were made from the averages of actual counts of all 
the marked and all the normal leaflets within the area of a quadrat of 
4 square feet at definite intervals diagonally through the field, and 
from estimates based on these counts. The injury varied greatly in 
different parts of the field, as is shown in figure 1. Variation in the 


I PERCENT LEAFLETS 
INJURED (ESTIMATED) 


<®20 PERCENT LEAFLETS 
INJURED (ESTIMATED) 


\ ,/~IO PERCENT LEAFLETS 

\ r'§) INJURED (ESTIMATED) 4 

I PERCENT LEAFLETS**.© / W'* 

INJURED_(ESTTMATEDl\ ___/ / 


50 PERCENT LEAFLETS)!® 
INJURED (ESTIMATED)/\ 


21.5 PERCENT LEAFLETS 
INJURED (COUNTED) J 


® I6 PERCENT LEAFLETS 
INJURED (COUNTED) 

\ \ 


27 PERCENT LEAFLETS'v (2) 
INJURED (COUNTED) 

25 PERCENT LEAFLETS 
INJURED (ESTIMATED) 


/52.5 PERCENT LEAFLETS 29.5 PERCENT LEAFLETSMD 
^MNJURED (COUNTED) ^INJURED (COUNTED) 


Fim/kk 1.—Alfalfa field, showing location of points at which injury was estimated and area (within 
dotted lines) from which the experimental hay was obtained. 


intensity of injury is not unusual even in limited areas, and is some¬ 
times very marked over larger areas. This is thought to be due to 
air currents which vary the concentration of the gas, to the density of 
vegetation which absorbs the gas, and to differences in soil moisture. 
The alfalfa used for the experiment was taken from the south portion 
of the field only (the area within the dotted lines in fig. 1), where 
more than 25 percent of the leaflets were acutely marked and the injury 
was most conspicuous. 

The smelter was in continuous operation while the experimental 
alfalfa was growing, and during a large part of the time the wind was 
from the southeast and carried sulphur dioxide to the field. Records 
from an automatic sulphur dioxide recorder (7) located about 0.7 
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mile nearer the smelter stack, are believed to show the approximate 
durations of exposure and concentrations of sulphur dioxide to which 
this field was subjected (fig. 2). 

Owing to a burned-out fuse, the records for August 21 and 22 are 
incomplete, but the field is known to have been noticeably marked 



NIGHT DAY NIGHT 


Figure 2 - Sulphur dioxide fumigations recorded 0.7 mile from the fumigated alfalfa field, between August 3 
and September 8,1930. Blank spaces indicate no sulphur dioxide, light lines, traces; medium lines, light 
concentrations; heavy lines, concentrations strong enough to mark vegetation; and dotted lines indicate 
recorder not working. 

on those days. On August 27 the heaviest fumigation occurred. 
This was 12 days before the bay was cut. 

Figure 3, an aerial photograpn, shows the relation of the recorder 
and the smelter stack to the field from which the fumigated alfalfa 
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was obtained. It may be noted that the recorder is nearly on an air 
line between the south corner of the field and the smelter stack. 
The photograph shows also the type of topography surrounding this 
narrow cultivated valley, which in part accounts for the varied air 
currents. 

For control purposes, fourth-cutting alfalfa grown during the same 
period in a field more than 30 miles north of the smelter was used. 
This hay was selected by a Government hay grader to match the 
fumigated hay as nearly as possible, except for sulphur dioxide 
marlungs. The field from which the hay was obtained is located 
more than 20 miles bevond the most remote point from the smelter 
where even traces of sulphur dioxide markings have been observed, so 
that it is reasonable to assume that the plants had not been subjected 
to sulphur dioxide gas. 



Figure 3.— Aerial photograph showing relative positions of the fumigated field (within square), gas recorder 
fin circle), and smelter smokestack (indicated by arrow) in a narrow irrigated valley. The alfalfa fumi¬ 
gated with sulphur dioxide was obtained from within the area enclosed by the dotted line. 


Both lots of alfalfa as finally selected were graded U. S. No. 2 Extra 
Leafy. The fumigated hay was found to consist of 42.03 percent of 
stems and 57.97 percent of leaves by weight. The check hay con¬ 
tained 46.93 percent of stems and 53.07 percent of leaves. The 
grader stated that the market value of the check hay was about 5 
percent higher than that of the fumigated hay, principally on account 
of the difference in color. 

The double-reversal feeding and digestion trial of 90 days’ duration 
was conducted with 10 lactating cows. All of the cows were excellent 
producers. It will be noted from table 1 that five of them were not 
pregnant at the end of the experiment, and only one had carried a 
fetus for more than 68 days. Eckles (#, pp. 413-415) has shown that 
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the first 150 days of pregnancy do not materially affect the rate of 
milk production. 

Table 1 .—Description of cows used in the fumigated alfalfa experiment 




! 

Ape at 

Dura¬ 
tion of 
preg- 

Time 

from 

freshen- 

Cow 

Breed 

i_ _ 

close of 
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ing date 

no. 

1 

’ 

1 

experi¬ 

ment 

at close 
of ex¬ 
peri¬ 
ment 

to close 
of ex¬ 
peri¬ 
ment 



Days 

Days 

Days 

10__ 

Holstoln-Friesmn.. 

1,861 

68 

156 

31_ 

_do__ 

1,183 
958 

162 

206 

42 

_do_ __ 

40 

232 

41_ 

Guernsey. _ 

975 

0) 

139 

18_ 

Jersey. .. J 

1 1,791 

i 

c) 

393 


Cow 
no. 1 

Breed 

Age at 
close of 
experi¬ 
ment 

Dura¬ 
tion of 
preg¬ 
nancy 
at close 
of ex¬ 
peri¬ 
ment 

Time 
from 
freshen¬ 
ing date 
to close 
of ex¬ 
peri¬ 
ment 

22.... 

Jersey... 

Days 

1,647 

Days 

(0 

Days 

368 

45._ 

Guernsey.. 

867 

(0 

129 

24_ 

_do_ 

1,500 

(0 

50 

167 

32.___ 

11 olstein-Friesian. _ 

1,168 

198 

40.. „ 

. do . 

991 

8 

250 


i Not. pregnant. 


The cows were divided into two groups of five each. One group 
was fed the fumigated hay and the other was fed the check hay, the 
hays being reversed at the end of each 30-day period. Otherwise the 
rations of the two groups were identical and consisted of a good grade 
of silage made from Mexican June corn, a grain mixture consisting of 

3 parts of ground no. 2 mixed corn, 1 part of wheat bran, 1 part of 
cottonseed, and 1 part of cottonseed meal (43-percent protein). It 
is the practice in this vicinity to feed silage and a grain ration with 
the alfalfa, and this was done by dairymen who were concerned with 
alfalfa marked by sulphur dioxide. 

The time was divided into three periods of 30 days each. Diges¬ 
tion trials were conducted during the last 10 days of each 30-day period. 
Three of these 10 days were allowed for the cows to become accustomed 
to the conditions of the digestion trials; the remaining 7 days were 
used as a collection period. 

The alfalfa was fed to the cows at the rate of 1 % pounds for each 
100 pounds of live weight, the silage at the rate of 1 l i pounds for each 
100 pounds of live weight, and the grain at the rate of 1 pound for each 

4 pounds of 4-percent fat-corrected milk. The proper amount of 
feed for each cow in relation to her weight and production of 4-percent 
fat-corrected milk was calculated at the beginning of the experiment, 
and the amount of feed was not altered during the 90 days of the 
experiment. During the iirst 20 days of each 30-dav period the feeds 
were weighed to the closest 0.1 pound, and during tlie last 10 days of 
each 30-day period the feeds were weighed to the closest gram and 
(he water consumed was weighed to the closest 0.1 pound. The 
weight of feeds fed per day for the entire 90 days and also the daily 
weight of dry matter in the orts during the digestion periods are shown 
in table 2. 

At the beginning of each digestion trial, enough grain to last for the 
full 10 days was tlioroughly mixed and sampled, and the 30 feedings 
for each cow were weighed into paper bags and labeled. The silage 
was removed from the silo shortly before it was fed and the proper 
quantity weighed for each cow. Representative samples of the alfalfa, 
which was fed whole, were secured during each digestion trial. The 
values for alfalfa shown in table 3 are the averages of these samples. 
The feeds, orts, and feces were analyzed by the official methods of the 
Association of Agricultural Chemists (1 ). 
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Table 2 . —Amount of feeds fed per day during entire 90 days t and dry matter in 
orts during digestion trials , of f umigated-alfalfa experiment 


Cow no. 

. 

Foods fed per day 

Dry matter in 
orts per day 

Cow no. 

1 

Feeds fed per day 

Dry matter in 
orts per da> 

Alfalfa 

Silage 

Grain 

Grams 
8,301 

4,626 
.5,034 

4,356 

2,859 

3.402 

4,899 

1 " 

Fumi¬ 

gated 

alfalfa 

Cheek 

alfalfa 

Alfalfa 

Silage 

1 

Grain 

Fumi¬ 

gated 

alfalfa 

Grams 

0 

576 

720 

Check 

alfalfa 

16.___ 

Qrama 
11,430 
11,160 
9,117 
7,893 
8,301 

7,077 
7,893 

Orams 
9,798 
9,62.5 
7,768 

6.804 
7,077 
6,123 

6.804 

Grams 
1,668 
1, 708 
198 
923 
201 
722 
378 

Grams 

450 

3, 551 
494 
331 
493 
910 
036 

24. 

Grams 
7,893 
9,525 
7,893 

Grams 
6,804 
8,148 
6,804 

Grams 

5.442 
4,083 

5.442 

Grams 

0 

1.477 

108 

31. 

42_ . 

41. 

18 . . - 
22. 

46 .. .. 

32.. 

40. 

Mean.. 

S. 1). 

Odds 

- -- . 

.... 

. 

715 

815 





794 
2 11 1 

1 1 




The percentage of the dry matter in the feeds, and the analyses of the 
dry matter, are shown in table 3. 


Table 3. —Composition of dry matter infeeds fed during digestion trials to cows on 
f u m igated-alfalfa ; experiment 


Kind of feed and peiiod 


Mixed gram: 

Period 1. 

Period 2. 

Period 3.- 

Silage. 

Alfalfa, fumigated_ _ 

Alfalfa, check... 


, Div 

1 mat tor 

Protein 

Fat 

Fiber 

| Nitro¬ 
gen-free 
extract 

A<»li 

■ 

1 Percent 

Percent 

Percent 

Percent 

: 

Perci nt 

Percent 

\ 92 39 

20.31 

9.03 

12.34 

53 23 

5 09 

91 35 

20 83 

8.67 

14 02 

61. 39 

5 09 

93 32 

19.97 

9.57 

12. 77 

52 76 

i 4 93 

22 17 

7 IS 

2 20 

29 85 

52 21 , 

s 50 

87. 21 

15.29 

1 80 

32 99 

! 41 54 • 

8 38 

85.39 | 

13 45 

1 79 

36 89 

39 88 ! 

7 9 1 ' 


Two samples from each of the lots of hay were analyzed for sulphur 
by the Burgess-Parr bomb method. The average sulphur content on 
a moisture-free basis for the cheek hay was 0.384 percent, and for the 
fumigated alfalfa, 0.017 percent. 

The energy of the feeds was determined by the use of the Parr 
oxvgen-bomb calorimeter apparatus. The Benedict oxycalorimeter 
was used to determine the energy value of the refuse and feces. The 
energy in the milk was calculated by the method of Gaines and David¬ 
son (4). 

Sand was used for bedding during the 3 preliminary days of each 
digestion trial, and canvas mattresses filled with strawwere used during 
the 7 collection days. Attendants were constantly present to collect 
the excreta. At the end of each 24-hour collection period the excreta 
were thoroughly mixed and an aliquot portion taken for a composite 
sample. 

Throughout the 90 days of the experiment the cows were weighed 
between 10 and 11 a. m., and while on digestion trial, at 5 a. m. also. 
During the digestion period the cows were exercised for 30 minutes by 
walking 1.25 miles immediately after the 10 a. m. weighing. 

The milk was weighed at each milking during the entire 90 days and 
a 5-day composite sample was secured for butterfat analysis by the 
Babcock method. 
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EXPERIMENTAL RESULTS 

MILK PRODUCTION 

The results secured, as measured by the production of 4-percent- 
fat-corrected milk while the two bays were consumed, are shown in 
table 4. The productions during the second 10 days of the first and 
the third 30-day periods were averaged. This average was compared 
with the production during the second 10 days of the second 30-day 
period, in order to compensate for an advancing lactation period. The 
average production of 4-percent fat-corrected milk per cow while the 
cows wero fed fumigated hay was 345.G pounds, and while they 
received the check hay, it was 341.1 pounds. When the data are 
analyzed by Student’s method (tf), the odds are 2.08:1 that the differ¬ 
ence is significant. It is apparent that there was no significant differ¬ 
ence in the results secured with the two rations as fed in this 
experiment. 

Data for the milk produced during the rest of the experimental 
period are not presented in detail since they were concordant with the 
data presented in table 4. The total production of fat-corrected milk 
during the portions of the 90-day trial that the 10 cows received 
fumigated hay was 15,508.3 pounds and during the portions that they 
received the check hay, 15,151.5 pounds. When the production of the 
first and the production of the third 30-day period were averaged and 
compared with the production of the second 30-dav period, it was 
found that 10,270.0 pounds of 4-percent fat-corrected milk was pro¬ 
duced while the fumigated hay was fed, and 10,129.2 pounds while the 
check hay was fed, a difference 0.1 percent greater than that shown by 
the data in table 4. 

Tmu.e 4 .—Milk production while cows received alfalfa hay fumigated with sulphur 
dioxide compared with production while cows received non fumigated hay during 
10-day periods of a double-reversal feeding trial 


j 4 iK*r- 

4-pei - 

1 
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j cent fut- 

cent fat- 



cent fat - 
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i coired- 

cm red- 



, cm red- 

correct- 



t j ed milk ed milk 

' , during ! during 

1) w 

1 

Cow no. 

i ed milk 

I during 

ed milk 
during 

Ji 

lr 

1 fumigat- 

check 

1 


, fumigat- 

check 



i ed lia> 

hav 


j 

! cd ha\ 

hav 



, j winds 

periods 

i 

! 

i i winds 

■ 

jieriods 



Pounds 

Pounds 

i 


1 J Guilds 

Ponnds 



10 603 93 

553. 76 

50 17 12, 517 03 

|! 45... 

380.18 

369 28 

10 90 

1 IS si 

31 286.25 

310 32 

.—24 07 I 579 36 

1 24 

377 00 

396 38 

-19 38 

375 58 

42 ' 371.88 

367 75 

1 4 13 17 06 

1 32... . 

315.02 

307.13 i 

1 7 89 1 

62 25 

41 . 305 OS 

18 160 50 

326 40 
167 03 

I—21.32 1 454 54 

I - 6 53 ! 42 04 

j! 40 .. . 

426 90 ! 

407.72 

1 19 IS 

367 87 

i| 





22 - 1 229 55 

204 72 

! 21831 610.53 

: l 

If Total.. . 

. ,3. 456 29 

3, 410 49 

45 80 j 

5. 151 67 

J 


1 

1 1 

6 Average.. 

1 345 63 

341.05 

4 58 : 

515 167 

B\ Student’s me!hod: 

S. I) •* V515 167 — (4 58^-22 23 







'“W 021 







S I). 







si). ' 22.23 

Odds~2 68.1 that there is a significant difference Odds of 25 or 30 to 1 ate requited 
to establish a definite difference 


WEIGHTS 

A 3-day running average of the weights of each cow revealed con¬ 
siderable variation in fill and shrink incident to stabling for digestion 
trials, but there were no significant actual gains or losses in weight 
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during the 90 days. During the 7-day collection periods, each of the 
cows was weighed at 5 a. m., the weights at both the beginning and 
the end of each period being included, which gives a total of eight 
for each cow for each digestion trial. The average weight of the 
cows while receiving the fumigated hay was 1,079.8 pounds, and while 
receiving the check hay, 1,078.2 pounds—a difference of only 1.0 
pounds. 

PALATABILITY 

The rations contained a relatively large quantity of alfalfa and the 
cows received as much alfalfa as they would consume, or slightly more 
so that the orts from the two hays might indicate their comparative 
palatability. In most cases the material refused was alfalfa stems. 
During the second digestion trial, cow 31 was off feed for a few days 
and passed a small amount of blood with the urine. This apparently 
accounts for her high feed refusal during this period. 

The dry matter in the orts was determined for the periods that the 
cows were on digestion trials. The results are shown in table 2. 
The mean weight of dry matter in the orts while the cows received 
fumigated hay was 715 g. per day and while they received the check 
hay, 845 g. 

The dry matter in the orts during the first 20 days of each 30-day 
period was not determined, but the daily weights of orts were prac¬ 
tically the same as during the digestion periods. 

* These results, as well as observations made when rations were 
changed, indicate no difference in palatability of the two rations. 

APPARENT DIGESTIBILITY OF THE COMPLETE RATIONS 

The apparent digestibility of the dry matter, energy, protein, ether 
extract, fiber, nitrogen-free extract, and ash is shown in table 5. In 
no case was there a significant difference between the two rations. 

The correlation (8) between the apparent digestibility of the energy 
and of the dry matter in the 30 trials (0.9441) was very high. The 
high correlation is clearly indicated in figure 4. 


Table 5. —Apparent digestibility of the various constituents of entire rations con¬ 
taining fumigated and nonfumigated alfalfa 



Dry matter 

Energy 

Protein 

Ether ex¬ 
tract 

Fiber 

Nitrogen- 
free extract 

Ash 

Cow no. 

Fumigated 

Check 

Fumigated 

Check 

Fumigated 

■a 

O) 

js 

V 

TJ 

£ 

eC 

d 

i 

Check 

Fumigated 

I 

U 

Fumigated 

Check 

Fumigated 

Check 


Per- 

Per- 

■ 

Per- 

Per- 

Per- 

Per- 

Per- 

Per- 

Per- 

Per- 

Ptr- 

Per- 

Per- 

Per- 

16. 

cent 

cent 

cent 

cent 

cent 

cent 

cent 

cent 

cent 

cent 

cent 

cent 

cent 

cent 

64.6 

66.6 

65 0 

67.8 

70.6 

70.8 

89. 

6 

93 0 

46.7 

52 5 

71 7 

74.2 

46.4 

44 1 

31_ 

65. 7 

71 1 

65 2 

71.3 

69.1 

75.5 

87.2 

88.7 

52.9 

63, 6 

72.7 

75.4 

45.6 

50. 4 

42.. 

(i5. 2 

05 J 

64 0 

66 3 

70.1 

68 9 

87.0 

87.8 

51.2 

54 7 

72.3 

72.3 

45.2 

38. J 

4!. 

Wi.fi 

62 8 

65 8 

63.7 

69.0 

70.6 

86 7 

87.7 

53.0 

61.2 

72 5 

70.5 

42.1 

29.4 

ts . 

65.1 

64 0 

04 5 j 

63. 8 

71.6 

70 2 

84.6 

78.3 

54.2 

54.4 

71.4 

71.0 

43.8 

41.4 

22.. 

57. fi 

00 5 

58 8 

61.1 

67 2 

63. 1 

71. 

9 

84.1 

40.9 

48.9 

67.3 

68.7 

26.4 j 

32. 2 

45 .. 

65. 7 

63 3 

66.4 

63.8 

72 5 

67.0 

88.2 

83.1 

53.9 

49.9 

73 4 

71.3 

29.6 

38.2 

24.. 

69 3 

05.8 

60 2 

65 4 

74.7 

69.4 

83.6 

83. 5 

55.5 

50.6 

77.6 

74.3 

44.3 

48.3 

32 . 

(14. 4 

67.3 

1 64 2 

66 9 

72.1 

[ 70.7 

91. 

5 

80.2 

53. 1 

61.8 

70.4 

72.4 

38.5 

44.5 

40. 

67.1 

G7 0 

67.9 

67.8 

75 8 

71.5 

90.3 

85.9 

50.4 

67.9 

74.8 

72.9 

39.7 

39.4 

Mean-. 

65.0 

65.3 

65. 1 

65 8 

71.3 

69.8 

86.1 

85.2 

51.2 

54.5 

72.4 

72.3 

40.2 

40.6 

S. D. 

Odds ... . 


3.21 
1.0 1 


2.87 

2 9:1 

3.41 

8.3:1 


6.07 
2.2.1 



5.25 

18.8:1 

2.03 

1.0:1 



6.37 

1.1.1 
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PERCENT OF ENERGY INTAKE RETURNED IN MILK 

The energy in the milk produced by the cows while on the digestion 
trials was determined by converting the milk production to the equiv¬ 
alent amount of 4-percent fat-corrected milk \4). The percentages of 
energy intake returned in the form of milk when the two rations were 
fed were determined and compared by Student’s method as shown in 
table 6. The means are 18.65 percent for the fumigated-alfalfa periods 
and 18.49 percent for the check-alfalfa periods. This difference is not 



Fn,i he \ — Correlation between the apparent digestibility of the dry matter and of the energy in the total 
ration The ration ooiiMStod of alfalfa, corn silage, and a gram mixture, and was fed to 10 cows during 
each of 3 digestion trials 


significant. Forbes and Voris (S) show an average return of 20.76 
percent of the energy fed to 12 cows throughout the duration of their 
lactation periods. The variations in their experiments were between 
IS.04 and 23.35 percent for the individual cows. It may be pointed 
out that the rations fed to the cows in the experiment of Forbes and 
Voris were reduced as the lactation advanced to correspond to the 
production of the individual cows. 




390 


Journal of Agricultural Research 


Vol. 55, no. 5 


Table 6.— Energy intake returned in milk from cows fed rations cotaining fumi¬ 
gated and nonfumigated alfalfa 



Cow no 

Fumi¬ 

gated 

alfalfa 

Check 

alfalfa 

Cow no. 

Fumi¬ 

gated 

alfalfa 

Check 

alfalfa 

3J-- 

JO 

; 

Percent 
22.42 
15.46 
19.37 
17.76 
11.59 
15.52 
22.05 

Percent 

21 87 
18. 12 
20 07 
10. 33 
10 37 
16.57 
20 83 

32 .... . 

40.. „ _ 

Percent 
18 78 
23. 42 

Percent 

18 24 
22. 58 

. 

41 — 
18._ 

22_ 

45. 


Moan. . ... _ 

18 65 

18 4'< 


S D.. . 

Odds., . _ 

1. 2158 
1.83.1 


24_ 


20 17 

19. 95 




pH VALUE OF THE URINE 

Every morning while the digestion trials were in progress, a sample 
of approximately 100 ce of urine was secured from each cow. Wien 
the temperature of the samples had reached equilibrium with the tem¬ 
perature of the room (between 60° and 70° F.) in which the potenti¬ 
ometer was located, the pIT value was determined. A Leeds and 
Northrop 7655 potentiometer and a quinliydrone electrode were used. 
The pH values ranged from 8.22 to 8.43 wliile the cows were fed the 
fumigated alfalfa, and from 8.18 to 8.57 while they were fed the check 
alfalfa. The respective approximate means were 8.30 and 8.38. 
'While the pH value of the urine tended to be lower when the ration 
contained the alfalfa with the higher quantity of sulphur, the odds of 
8.33:1 indicate no significant difference. 

SUMMARY 

In a 90-day double-reversal feeding trial, 10 purebred cows, Hol¬ 
stein- Friesians, Jerseys, and Guernseys, were fed a ration of mixed 
grain, corn silage, and alfalfa that had been injured by sulphur dioxide 
gas. For comparison the same ration was fed, except that non¬ 
fumigated alfalfa was used. 

The average daily production of 4-percent fat-corrected milk pei 
cow r was found to be 34.6 pounds while the cows received the fumi¬ 
gated alfalfa, and 34.1 pounds while they received the check alfalfa 
during the second 10 days of each 30-day period. 

There were no significant changes in the weights of the cow s. 

The last 10 days of each 30-day period were used to determine the 
apparent digestibility of the tw T o rations. No significant differences 
w r ere found in the apparent digestibility of the various constituents 
of the rations when the results from feeding the tw r o hays were com¬ 
pared. A correlation of 0.9441 was found between the apparent 
digestibility of the dry matter and the apparent digestibility of tin* 
energy. 

During the digestion trials the average daily refusal of dry matter 
w r as 715 and 845 g per cow while receiving the fumigated alfalfa and 
the check alfalfa, respectively. The difference is not significant. 

Of the ingested energy, 18.65 percent was returned in milk while the 
cow’s were receiving the fumigated alfalfa, and 18.49 percent while 
they were receiving the check alfalfa. Tho difference is not significant. 
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While the pH value of the urine voided by the cows when receiving 
the fumigated alfalfa was slightly lower than when receiving the check 
alfalfa with its somewhat lower sulphur content, the difference is not 
significant. 

CONCLUSION 

No significant increase or decrease in the feeding value of alfalfa 
hay made from alfalfa subjected to a sufficient amount of sulphur 
dioxide to cause acute injury to more than 25 percent of the leaflets 
was apparent under the conditions of this experiment. 
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CERTAIN RELATIONSHIPS BETWEEN THE CALCIUM AND 
OXALATE CONTENT OF FOLIAGE OF CERTAIN FOREST 
TREES 1 

By Robert F. Chandler, Jr. 

Assistant professor of forest soils, New York (Cornell ) Agricultural Experiment Station 

INTRODUCTION 

That calcium oxalate crystals exist in the tissues of many plants 
is a well-established fact. Little investigation, however, has been 
conducted to determine what proportion of the calcium is present 
as the oxalate, or what percentage of the oxalate ions are combined 
with calcium. This paper shows in what form the oxalate ions 
exist in the leaves of certain forest trees and indicates certain associa¬ 
tions between the calcium content and the oxalate content of the 
leaves. 

No attempt is made at this time to formulate a theory which 
associates the calcium requirements of forest trees with the pro¬ 
duction of oxalic acid. Such a relationship may exist, but the data 
included in this paper do not adequately substantiate such a theory. 
Further studies are being conducted on this problem. 

EXPERIMENTAL METHODS 

The trees from which the leaf samples were picked were growing 
in the vicinity of Ithaca, N. Y., on Dunkirk silty clay loam and 
Lordstown stony silt loam. The Dunkirk soil is derived from glacial 
lake-laid deposits, and has an acid surface soil, but a calcareous 
subsoil. The Lordstown soil is derived from glacial till composed of 
fragments of shale and sandstone. It is acid throughout the profile. 

The leaf samples were secured between September 10 and 15, 
1930, according to the technique described by Mitchell. 2 The 
samples were dried for 24 hours at a temperature of 70° C., and 
subsequently ground so that all of the material passed through a 
40-mesh sieve. 

In the determination of total calcium, a J-i-g sample was ignited 
in an electric muffle furnace at a temperature of approximately 
S00° O. The ash was taken up with hydrochloric acid and trans¬ 
ferred quantitatively to a 150 ml beaker. The calcium was pre¬ 
cipitated as the oxalate by the usual method, and titrated with 0.05 
normal potassium permanganate solution. 

The total oxalate content of the tissues was determined by the 
ether extraction method of Puchcr, Vickery, and Wakeman. 3 

The acetic acid-insoluble calcium wuis determined as follows: A 
25-ml portion of normal acetic acid solution w'as added to a 1-g leaf 

» Received for publication June 17, 1937: issued September 1937. 

2 Mitchell, H. L. trends in the nitrogen, phosphorus, and potassium content of the leaves 
of some forest trees durino the growino season. Black Rock Forest Papers 1, no. 6, illus. 1936. 

3 Pucher, Q W\, Vickery, H. B., and Wakeman, a. J. determination of the acids of plant 
tissue ii total organic acids of tobacco leaf. Indus, and Engin. Chem., Analyt. Ed. 6. 140-143. 
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sample and the mixture was agitated on ft mechanical shaker for 10 
minutes and then filtered on asbestos by the use of suction. It was 
next washed with successive 25-ml portions of the acetic acid solution 
until somewhat more than 200 ml had passed through the filter. The 
filtrate was then transferred to a 250 ml volumetric flask. A 50-ml 
aliquot was evaporated to dryness and the calcium content deter¬ 
mined in the same manner as described above. This value, the acetic 
acid-soluble calcium, was subtracted from the total calcium content 
to determine the amount which was insoluble in acetic acid. It was 
assumed that this fraction corresponded to calcium in the form of 
calcium oxalate. 

EXPERIMENTAL RESULTS 

The total calcium content, total oxalate content, and acetic acid- 
insoluble calcium of the foliage of various tree species are presented 
in table 1. The results are expressed as milliequivalents per 10 g of 
oven-dried material. The percentage of calcium insoluble in acetic 
acid and the series designation of the soils upon which the trees were 
growing are also reported. The tree species are listed in the order of 
their increasing total calcium content. 


Table 1 . —Total calcium content , total oxalate content , and acetic acid-insoluble 
calcium content of foliage of various forest trees 


Tree species 


Soil series 


Total 
calcium 
per 10 g 


Total 
oxalates 
per 10 g 


Calcium 
insoluble 
m acetic 
acid per 

10 g 


Portion 
of total 
calcium 
insoluble 
m acetic 
acid 


White pine, Pmus strobus L. (new needles) _ 

lied oak, Quercus borealis var. maxima (Marsh ) 
Ashe . . .___ . 

1 

Dunkirk..,_| 

Lordstown. J 
_ do_ 

Chestnut oak, Quercus montana Willd __ 

Yellow birch, Betula lutea Michx- - 


Sugar maple, Acer saccharum Marsh. . . 

_do .. __! 

White cedar, Thuja occidentalts L. (new leaves). . 
Red cedar, Jumperus vtrgtmana L. (new leaves) 
White ash, Fraxxnus amencana L.. 

Dunkirk..-.1 

; do . 1 

Lordstown. -i 
Dunkirk... ! 
Lordstown.. 1 
. do _I 

White cedar (old leaves) .. 

Ironwood, Ostrya virginiana (Mill.) Koch . 

Trembling aspen, Populus tremuloides Michx _ 

Do ...... 

Dunkirk... 
Lordstown. . 
Dunkirk. ...i 
Lordstown..! 
...do . j 

Pignut hickory, JJtcoria glabra (Mill) Sweet _ 

Red cedar (old leaves) . 

Pignut hickory ... 

Basswood, Tilia amencana L ... 


Mtlli’ 

equivalents 

2.05 

5.20 
0.00 
7.51 
7.95 
8. 75 
8.85 
10.05 
11.30 
13. 10 
13.24 

13 30 
13. 31 

14 81 
10 85 
18.13 


I 


Milli- 
equivalents 
1. 55 


MiUu I 
equivalentsl 
1.53 


2 47 
3.21 
4. 45 
4. 75 
6.01 
6 55 
5 51 
8 54 
8 51 


12. 69 i 
13.62 | 


16. 12 
10.91 


2. 15 ' 

3 25 i 
4.50 ! 

4 70 i 
5.99 

6 60 , 
5.65 | 
8.55 \ 
8.60 ! 
5.52 l 
6.43 | 
11.52 
11.81 
14 98 i 
10.92 i 


Percent 

57.7 

47 2 
54. 2 

59.9 
59 1 
OH 4 

74 6 
56 2 

75 6 

65.6 

41.6 
48.3 

86.6 
79.7 

88.9 
60. 2 


There was a distinct tendency for the total oxalates to be correlated 
with the total calcium content. Trembling aspen and basswood were 
outstanding exceptions to this rule, and white ash and ironwood were 
somewhat out of line. The total oxalates did not exceed the total 
calcium in any case. 

A comparison of the total oxalates and acetic acid-insoluble calcium 
shows a close agreement in nearly all cases. This seems to support 
the conclusion that in most cases all of the oxalate ions were comnined 
with calcium. Pignut hickory and red cedar were the only two 
exceptions to this rule. 

An examination of the last column of table 1 shows that the per¬ 
centage of the total calcium present as calcium oxalate varied con- 
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sidcrably. The two aspens and red oak were lowest in this respect. 
The white cedar, red cedar, and pignut hickory were highest. There 
was a close agreement between the figures for the two aspen samples, 
as well as for the two hickory samples, although each tree was growing 
on a different site. The data also indicate that when the calcium 
oxalate content reaches a certain value (79 percent or above) in 
relation to the total calcium any oxalic acid formed in excess of that 
amount will be in some form other than calcium oxalate. 

DISCUSSION 

The fact that the calcium content always exceeded an equivalent 
amount of oxalates is of particular interest. Of course, if all the 
oxalates were present as calcium oxalate, the above situation would 
have to exist. The question arises, however, as to why the production 
of oxalic acid in the leaves was maintained within such limits as to 
prevent it from exceeding the calcium content, or, conversely, why 
the absorption of calcium was limited to such an extent that it did 
not exceed the oxalate content to any great degree. Parker and 
Truog 4 advanced the theory that the amounts of calcium and nitrogen 
in plant tissues are highly correlated because of the fact that protein 
metabolism is one of the chief sources of organic acids and the calcium 
absorbed would function in the neutralization of these acids. 

The total nitrogen content of the leaves used in this study was 
determined. There was essentially no relationship between the nitro¬ 
gen and the oxalate content. For example, the old red cedar leaves 
contained only 1.34 percent of nitrogen, yet the oxalate content was 
13.62 milliequivalents. Red oak, on the other hand, had a nitrogen 
content of 2.05 percent, with an oxalate content of only 2.47 nnlli- 
equivalents. It would appear, therefore, that the production of oxalic 
acid in the forest tree leaves used in this study was dependent upon 
more factors than simply the nitrogen content. Furthermore, Dunne 5 
has indicated that calcium does not necessarily function in the neu¬ 
tralization of organic acids, since other bases such as potassium arc 
sufficient for the process. 

Another factor which complicates the explanation of these results 
is that two species, namely, cucumbertree, Magnolia acuminata L., 
and tuliptree, Liriodendron tulipifera L., did not contain any oxalates. 
They had a calcium content of 7.70 and 15.15 milliequivalents, 
respectively. All of the calcium in each case was soluble in normal 
acetic acid solution. It is of interest to note that cucumbertree and 
tuliptree belong to the same botanical family, which further indicates 
that the production of oxalic acid by plants may be an inherent 
characteristic, and is not necessarily influenced by environment. 

If the absorption of calcium is strongly influenced by the precipi¬ 
tation of calcium as calcium oxalate within the plant, one would 
expect those species which produce no oxalic acid to contain relatively 
small amounts of calcium. But, as has been shown above, such may 
not be the case. There are other forms of water insoluble calcium, 
of course, which would be soluble in acetic acid and would not be 
revealed in this study. Such forms might be more abundant m those 

* Parker, F. W., and Truog, E. the relation between the calcium and the nitrogen content 

OF PLANTS AND THE FUNCTION OF CALCIUM. Soil SCI. 10.49-66, illUS. 1920. 

4 Dunne, T. C, plant biffer systems in relation to absorption of bases by plants, llilgardia 
7.207-234, illus. 1932. 
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species which had a high calcium content with small amounts of 
oxalates or none. Additional study is needed on this point. 

The fact that, with the exception of two species, essentially all of 
the oxalates could be accounted for as calcium oxalate is interesting. 
This is not true of certain other plants. Lebedeva and Pochinok, 6 
working witli sugar-beet leaves, showed that water-soluble oxalates 
were present in quantities up to five times the amount of calcium 
oxalate, and, moreover, they found no water-soluble or acetic acid- 
soluble calcium. Dunne has shown that buckwheat plants may 
contain in equivalent amounts nearly twice as much oxalate as cal¬ 
cium. His data indicated that oxalic acid could be precipitated in a 
relatively water-insoluble form by either calcium or potassium, the 
latter case resulting in the formation of potassium acid oxalate. 

The fact that the calcium content of the older leaf tissues, in the 
case of the cedars, was greater than the oxalate content, even though 
the oxalate content had increased over that of the younger tissues, 
again showed a distinct relationship between calcium and oxalates. 
Whether the calcium content was related to .the oxalate content or 
whether outside factors influenced both values, is a matter for conjec¬ 
ture. It does not seem likely however, that these relationships were 
entirely accidental. 

Further work is needed on the forms of water-insoluble calcium, on 
the metabolic availability of calcium as calcium oxalate, and upon 
the actual calcium requirements of forest tree species. 

' SUMMARY 

A study has been made of the relationship between the calcium and 
the oxalate content of the foliage of various forest trees. 

The total oxalates in the leaves were, in general, found to be corre¬ 
lated with the total calcium content. 

In none of the species studied did the total oxalates exceed the total 
calcium content. 

Exce.pt in two species, all of the oxalates were present as calcium 
oxalate. 

The leaves of certain forest trees may not contain any oxalates, yet 
the calcium content may be high. 

• Lebedeva, A. O., and Pochinok, K X. the determination of the forms of calcium and oxalic 
acid IN LEAVES of SUGAR bekts. Nauch. Zap. Sakharnol Prom. Jl, Book 46-8, no 8-10. 31-47 1934 

[Abstract m Chem. Abs. 29 5884, 1935.] 
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POTENTIALITIES OF ERADICANT FUNGICIDES FOR 
COMBATING APPLE SCAB AND SOME OTHER PLANT 
DISEASES 1 

B\ (i W. Kkitt, professor of plant pathology, and D. H. P.ai.mitku, formerly 
research associate in plant pathology, H isconsiri Agricultural Kj periment. Station i 

In a recent paper, one of the writers (f£) 3 called attention to the 
current reliance on protectant spraying as the dominant measure for 
control of many fruit diseases, and suggested the desirability of in¬ 
creased etfort to develop control programs of complementary pro¬ 
cedures based on the principles of immunization and eradication, as 
well as protection. The purpose of the present paper is to report the 
progress of studies of potentialities for increased application of the 
principle of eradication to the control of certain types of plant disease 
through the use of eradicant 4 fungicides. The experimental basis 
of several brief preliminary reports on this work (18, 14 , 15, 16, 17, 
IS, W, 20, 25) is recorded herein. 

STUDIES ON APPLE SCAB 

INTRODUCTION 

Apple {M <tlus si/lcest/ is Mill.) scab, caused by Venturia in a e quails 
(Cke.) Win!., is the most widespread and important disease of decidu¬ 
ous orchard fruits. Despite the excellent progress that has been 
made in developing measures for its control, it continues to take a 
heavy toll from the growers and consumers of apples. 

Since the advent of bordeaux mixture, protectant spraying (or dust¬ 
ing) has been the dominant measure for apple scab control. So 
great has been its success that comparatively little attention has 
been given to the development of complementary measures. 

Failures of approved spraying practices to give adequate scab 
control in Wisconsin led one of the writers and his associates (10, 
10, 24 , 22) to undertake a series of studies relating to the epidemi¬ 
ology and control of this disease. The earlier work (16) indicated 
(1) that, under the conditions encountered in this State, ascospores 
comprise the only important primary inoculum, and (2) that the quan¬ 
titative level of the ascosporic inoculum is of prime importance in 
relation to epidemiology and control. It was further shown that 
protectant spraying is adapted primarily to control of the disease on 
the fruit, and ordinarily fails to control leaf infection sufficiently to 
preclude the development of a dangerous ascosporic inoculum in the 
following spring. Since all the blossoms expand in a relatively short 
time, it is usually feasible to keep them and the developing fruits 

1 Received for publication Apr. 26. 1937. issued October 1937. This work uas supported in part by a 
grant fiom the Wisconsin Alumni Research Foundation. 

* Orateful acknowledgments are made to Drs E. E. W T dson and J. M Hamilton for collaboration in 
the earlier work on apple scab, and to other members of the Department of Plant Pathology for assistance 
m {wrforming the spra> ing experiment*, and recording the results 
J Reference is made bv number (italic) to Literature Cited, p 435 

4 It is obvious that some eradicant fungicides may ha\e protectant \alue. and \ice versa. In this papier 
fungicides are referred to as eiadicant or piotectaut according to their dominant role. 
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adequately protected by fungicidal treatments. However, new 
leaves are produced during a much longer period, and unprotected 
leaf surface may be exposed between fungicidal treatments of any 
feasible frequency. The current method of scab control by protectant 
fungicides is, therefore, based chiefly on a philosophy of defense. The 
pathogen is permitted to maintain a high survival level, and under 
conditions of moderate or severe occurrence of the disease there is 
usually little or no cumulative control (15, 16). 

These considerations suggested a critical reexamination of the 
current defensive methods of apple scab control and an exploration 
of possibilities for developing complementary offensive measures 
designed for direct attack on the pathogen, with the aim of reducing 
it to a quantitative level at which it might be more surely and eco¬ 
nomically controlled. 

Despite its great accomplishments, the protectant fungicidal method 
of scab control has some sharp limitations. The most fundamental 
one, its failure to reduce the pathogen to a sufficiently low survival 
level to accomplish satisfactory cumulative control, has just been 
discussed. A further and increasing difficulty in the protectant 
program is the conflict between the requirements of sufficient toxicity 
for adequate control of the disease and freedom from objectionable 
host injury. Increasing age of orchards and concentration of apple 
culture tend to increase the severity of the disease and, consequently, 
the need for protection against the fungus. At the same time, rising 
standards of quality of fruit and increased knowledge of effects of 
host injury make for lessening the tolerance of toxicity to the host. 
Considerations of host injury have led to the use of progressively 
weaker fungicides. Bordeaux mixture has largelv been replaced by 
lime-sulphur, which in turn is being replaced by less toxic materials. 
However, decreased toxicity of the fungicide necessitates increased 
frequency and cost of application or increased danger of failure to 
control the disease. Another limitation of programs based too 
exclusively on the use of protectant fungicides is the constant danger 
of serious failure to control the disease in the event of unusually severe 
epidemics or unavoidable dislocations in the program of applications 
incident to weather conditions, failure of machinery, or other causes. 
Furthermore, these programs arc objectionably laborious, time 
consuming, and expensive. 

In exploring the possibilities of developing control measures to 
complement protectant spraying, attention was turned first to con¬ 
sideration of means for a direct attack on the pathogen, with the 
immediate objective of reducing its survival level sufficiently to 
facilitate control. It was thought that a sufficiently drastic reduction 
in the ascosporic inoculum might insure the success of the protectant 
program, even under the most favorable conditions for scab develop¬ 
ment, and that lessening the severity of the strain on protectant spray¬ 
ing might permit the use of milder fungicides or fewer applications. 
The nearest feasible approach to local eradication of the pathogen was 
regarded as the ultimate objective of this line of work. 

There have been many previous attempts to apply eradicant meas¬ 
ures to apple scab control; but, whether because the idea is impractical 
or the methods developed were not sufficiently effective, compara¬ 
tively little progress has been made. 

Disposal of the fallen leaves by burning or burying was empirically 
recommended long before it was proved that the scab fungus over- 
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winters in them. Turning the leaves under by clean culture before 
the ascospores are discharged is often recommended, and is generally 
regarded as a desirable aid to scab control in situations where such 
cultivation is a feasible and economic horticultural practice. How¬ 
ever, there are a great many situations in which this procedure is not 
feasible; and, furthermore, exact studies of its effectiveness in relation 
to the epidemiology and control of scab are lacking. The chief limita¬ 
tion to its success in situations where it can bo practiced advantageously 
appears to be its comparative inefficiency as an eradicant measure. 

Possibilities of reducing the survival level of the scab pathogen by 
spraying have received consideration from time to time; but advances 
in this direction have been sharply limited both by insufficient under¬ 
standing of basic phenomena in the epidemiology and control of the 
disease and lack of suitably adapted materials and methods. Experi¬ 
mentation in this direction has hitherto been dominantly concerned 
with fungicides that were developed primarily for protectant spraying. 
For reasons that have been stated, efforts to suppress the pathogen 
through cumulative effects of protectant spraying have met with 
comparatively little success. Jehle and Cory (12), following a sug¬ 
gestion of W. C. Travers, tested the value of an application of bor- 
deaux, 10-10 50, made just after harvest and before many of the 
leaves had fallen, thinking that it might check spore production in 
the fallen leaves in the spring. They concluded that, “When no other 
material was applied except Bordeaux in the fall, there was apparently 
a slight gain in the number of fruits free from scab, but this increase 
was so slight that as an added treatment Bordeaux would not be 
profitable”. Curtis (4), tested the effects of spraying the leaves on 
the ground in the spring with lime-sulphur at the strength used on 
trees in foliage. Three such applications of spray caused a definite 
reduction in the incidence of foliage infection, whereas a single treat¬ 
ment did not. She states that, “Application of the spray three or 
four days before rain does not necessarily prevent the discharge of 
living ascospores; maximum effectiveness of the spray is secured only 
when it is applied immediately after rain”. Early in the development 
of spraying methods for apple scab control, a dormant application 
of bordeaux was sometimes recommended as a “clean-up” spray; but 
the results did not justify general adoption of this practice. In 
situations where the scab pathogen overwinters in twig lesions or bud 
scales, dormant applications of lime-sulphur or bordeaux are sometimes 
employed, though fungicides better adapted to the purpose would 
seem desirable. 

During the course of the work reported in the present paper (of. 
16, 19, 20), Folsom and Ayers (6‘) found that an application of copper 
sulphate, solution, 5-50, after harvest apparently caused no reduction 
in the development of ascocarps of the scab fungus in the following 
spring. Wiesmann (31) states that, in similar small-scale experiments 
in one season, each “1% Helion-Winter, Ciba 1930” and “8% Obst- 
baumkarbolineum Maag” hindered or prevented the formation of 
perithecia, whereas “20% Schwefelkalkbriihe Siegfiied” did not. He 
reports further that treating the leaves with “5% Obstbaumkarbo- 
lineum” as they lay on the ground under the trees in the spring killed 
85.0 percent of the ripe perithecia. 

In the present investigation eradicant chemical treatments have 
been directed against the pathogen at two seemingly vulnerable stages 
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in its life history. The first of these is the period after harvest but 
before many leaves have fallen. At tliis time the leaves can still be 
tliorouglily covered by spray and the trees will tolorate a much more 
drastic treatment than is feasible earlier in the growing season. The 
other vulnerable stage is after leaf fall but befoie aseospores are dis¬ 
charged. Still more drastic treatments can then be given to the leaves 
on the ground. The work on fall spraying is reported first. 

THE EARLIER EXPERIMENTS ON FALL SPRAYING, 1921 31 

Studies of the possible adaptation of a fall application of eradicant 
fungicides to apple scab control were started in 1924, and have been 
continued in each succeeding year. Since the chief purpose of the 
earlier w T ork (1924 -31) was to narrow the problem, it will not be re¬ 
ported in detail. A brief account of it follows. 

Branches or whole trees bearing diseased leaves were sprayed after 
harvest and before many leaves had fallen, and representative samples 
of sprayed and unsprayed leaves were picked, shortly before they would 
have fallen, and overwintered on sod in cloth net bags. In the follow¬ 
ing spring, by means of microscopic examination, records were made 
on the occurrence of peritheeia of Venturia inaequalls. 

The calcium, copper, and lead arsenites used prior to 1930 and the 
magnesium arsenite were prepared in the laboratory. The mono- and 
dicalcium arsenites and the dicalcium arsenate used in 1930, which 
were not free from admixtures of homologous calcium arsenites or 
arsenates, respectively, were obtained from manufacturers. The 
other materials used were obtained from commerical sources. 

Experiments of 1924 - A great reduction in the number of peritheeia 
followed the use of each copper sulphate, 1 percent; sodium nitrate, 
15 percent; neutral bordoaux (using 1 percent ( 1 uS() 4 .511 2 ()) plus 
sodium aresnitc, and 1 percent, respectively ; and certain highly 
alkaline copper sulphate-potassium hydroxide mixtures. Abundant 
peritheeia developed in the unsprayed leaves and those that had been 
sprayed with each bordeaux mixture, 6 6-50; lime-sulphur, 1 10; 1 
mixture of bordeaux and lime-sulphur, each at the strength just stated; 
bordeaux, 6-6-50, plus a proprietary sodium polysulphide spray at the 
strength recommended for dormant spraying; neutral bordeaux (using 
1/2 percent CuSO^Sl^O) plus mercuric chloride, 1-1,000; bordeaux 
6-6-50, plus certain additions of sodium or potassium hydroxide: 
neutral bordeaux (using V/ 2 percent CuS0 4 .5ll 2 0) plus a proprietary 
casein-lime spray supplement; and the last mentioned mixture plus 
copper sulphate, three-fourths of 1 percent. Severe host injury re¬ 
sulted from many of these sprays, especially copper sulphate and the 
preparations containing sodium arsenite. 

Experiments of 1925 .—Comparatively high effectiveness against the 
fungus w r as show-n by each sodium arsenite, one-eighth of 1 percent; 
paris green, 1 percent; these two materials at the same rates, used 
together; bordeaux, 4 4 50, plus paris green, 1 percent; neutral bor¬ 
deaux (using 1 percent ( 1 uS0 4 .5H 2 0) plus calcium arsenite, 1 percent ; 
calcium arsenite, one-half of 1 percent; and calcium arsenite, 1 percent, 
plus sodium arsenite, one-fourth of 1 percent. In many cases no 
peritheeia developed in the treated leaves. They developed fairly 
abundantly in the untreated leaves. Most of the treatments were 
seriously injuiious to the host. 
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Experiments in 192(1 .—-Several mixtures of calcium arsenite, l >> or 1 
]>ercent, and neutral bordcaux (using 1 percent CuSCVSlLO) or 
lime, one-half of 1 percent, greatly reduced the number of perithecia 
without drastic injury to the host. Similar mixtures in which paris 
green replaced the calcium arsenite gave less control and more host 
injury. Sodium and calcium silicofluoride, respectively, 1 or 2 per¬ 
cent, occasioned little reduction in the number of perithecia. Peri¬ 
thecia developed abundantly in the untreated leaves. 

Experiments in 1927.- Various mixtures of calcium arsenite with 
bordcaux, or with lime plus tricalcium phosphate (the latter added 
because of its possible iniluence on reaction of the spray residues after 
weathering), were highly effective in preventing the production of 
perithecia, some of them causing little host injury. Similar mixtures 
with paris green as the arsenite were less effective. Zinc arsenite w as 
comparatively ineffective, whether used alone or in mixtures with 
acetic acid or tricalcium phosphate. Pine oil in concentrations up to 
10 percent was ineffective. Perithecia developed abundantly in the 
untreated leaves. 

Experiments In 1928. -Calcium, zinc, copper, magnesium, and lead 
arsenites, respectively, were ineffective in suppressing the perithecia 
at concentrations tolerated by the host. Bordeaux, 3-2 50, plus 
calcium arsenite, 1 percent, reduced the number of perithecia by 90 
percent. The same reduction was effected by a mixture of calcium 
arsenite, 1 percent; lime one-fourth of l percent; tricalcium phosphate, 
one-fourth of 1 percent; and a proprietary casein-lime spray supple¬ 
ment, one-sixteenth of 1 percent. Perithecia developed abundantly 
in the untreated leaves. 

Experiments in 1929. -Numerous mixtures of bordcaux, 3-2-50, 
and calcium arsenite completely suppressed the development of peri¬ 
thecia. W hen the calcium arsenite component w as one-fourth of one- 
half of 1 percent, the number of perithecia was reduced by from 91 to 
99.8 percent, w itliout severe host injury. Certain mixtures of bordcaux 
and copper arsenite gave very similar results. A casein-lime spray 
supplement did not significantly improve the effectiveness of the 
copper-lime arsenic mixtures, but a summer spray miscible oil show ed 
some promise as a supplement. Perithecia developed abundantly 
in the untreated leaves. 

Experiments in 1930.— A summer spray miscible oil, 1 percent, w T as 
used as a supplement to all the materials tested this year. Tri- and 
dicalcium arsenate, each used alone or mixed with bordcaux, 3-2-50, 
were comparatively ineffective. Lead, zinc, and copper arsenites and 
paris green, each used alone in concentrations of ! 2 or 1 percent, gave 
unsatisfactory results. If the perithecia were efficiently suppressed, 
there was too much host injury. In mixtures with bordcaux, 3-2 -50, 
dicalcium arsenite seemed slightly less effective than monocalcium 
arsenite. Such mixtures as copper sulphate, three-fourths of 1 percent, 
lime, one-half of 1 percent, and monocalcium arsenite, one-half of 1 
percent, gave good suppression of the perithecia, without severe host 
injury. Similar results were obtained by reducing the monocalcium 
arsenite to one-fourth of 1 percent, and adding the less soluble zinc or 
tricalcium arsenite, 1 percent. The development of perithecia in the 
untreated leaves w T as less abundant than usual. 

Discussion .—The earlier experiments showed that the commonly 
used protectant fungicides that were tried have little value for the 
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purpose in view. Various chemical agents known to bo toxic to fungi 
or other plants were then tested. Arsenitos were found to bo highly 
olfeetive in suppressing the peritheeiu; but they were objectionably 
injurious to the host and had unsatisfactory physical properties when 
used alone or with the spray supplements tried. Mixtures of certain 
arsenites and bordeaux were the most promising materials tested. 
They were found to be highly effective against the fungus, good in 
physical properties, less injurious to the host than arsenites used alone 
at effective concentrations, and comparatively cheap. Arsenites of a 
wide range of solubility are available, and it was early apparent that 
the toxic properties of copper sulphate-limo-arsenite mixtures could 
be varied through a wide range by suitable choice of the arsenite and 
modifications in the concentrations and proportions of the ingredients. 

FURTHER EXPERIMENTS ON FALL SPRAYING, 1931-36 

The earlier work having demonstrated that a fall application of a 
suitable spray may be highly effective in preventing the development 
of peritheeia of the scab pathogen, attention was next directed to a 
more intensive study of the comparative values of some of the inoro 
promising materials. 

Comparison of Fungicidal Materials 

MATERIALS AND METHODS 

Arsenical compounds .—All the arsenical compounds used, which 
were obtained from commercial companies, were finely ground, usually 
being capable of passage through a 300-mash sieve. Results of analy¬ 
ses 5 made according to the methods of the Association of Official 
Agricultural Chemists ( 1 ) are shown in table 1, with records of the 
years in which the several compounds w r ere used and the symbols by 
which they are designated, for brevity, in the spray formulas. The per¬ 
cent of moisture is based on the original air-dry samples; that of each 
water-soluble and total arsenic, on the oven-dry (110° C.) samples. 

Table 1 . — Moisture, watersoluble arsenic , and total arsenic content of arsenical 
compounds used in the expei iments of U)d1- dfi 


Matet ml 


Years 

used 


Symbol * 


Alois- | 
I ure i 


i 


Waiter 

soluble 

arsenic* 

(AsjOj) 


Total 

arsenic 

(As 2 O,0 


Monocalciuni arsenite_ _ 

Do__ . 

I)o__ . 

Do_ . _ _ 

Dicahaum arsenite_ . 

Tricalcium arsenite.-.. 

Do.... _ _ . . . 

Do.. ... . 

Zinc arsenite... 

Do____ __ 

Zinc arsenite. buffered... _ 

Copper arsenite.. 

Do/"I—' 

Do. 

Paris green.... 

Iron arsenite... 

*-« Do.... . . 

Lead arsenite.... 

Magnesium arsenite. 

Dicalcium arsenate... 

M 1>0.-. 

. Do. 

Tricalcfum arsenate. 



1 

I Percent 

Percent j 

Percent 

1931 

Cai . ! 

! 



1932 

Cm_ 1 

| 0 4 

24.46 | 

72. K6 

1933 

Cm. : 

j * 2 

21. 15 1 

74.97 

1934-35 

Cal 

9 

23 11 

74 59 

1931 34 

2 Cai_ 

j 4 5 

14. K6 

60.61 

1931 

3 Chi_ 




1932-33 

3 Cm.. . . 

1.0 

1 69 

55.06 

1934 

3 Cbl. . . 

7.9 

5. 09 

31.45 

1932 

Zai. 

.1 

.29 

40. 6H 

1933-35 

Zai.. 

.4 

.59 

41.73 

1935 

B Zai. 

.1 

.00 

29. 75 

1931 

Copal . >. 




1933 

Copai. 

‘h.y 

"i.04" 

38.88 

1934 

Oopai. 

2.2 

2.02 

40.59 

1935 

("opal_ 

4.3 

.96 

27.96 

1931-32 

P O. 

.3 

.15 

57.48 

1933 

lai. 

4.2 

2.42 

39.22 

1934 

Iai. 

5.6 

2.99 

41.60 

1933-34 

Lai. 

.3 

2.93 

42.71 

1933-34 

Mai. 

4.2 

42.35 

74.47 

1931 

2 Caa. 




1932 

2 Caa.. 




1933 

2 Caa. 

.6 

* 12.83 

*50.61 

1931 

3 Caa. 





1 For the sa ke of brevity these symbols are used in the spray formulas. 2 Expressed as AsaO«. 
^Theee determinations were made by C. N. Clayton under the supervision of Prof. V. W. Melocho. 
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Copper sulphate .—Technical copper sulphate crystals. 

Lime .—A lump lime containing not less than 99 percent of calcium 
oxide. 

Fish oil. -Cold-pressed menhaden lisli oil. 

Casein-lime .—A commercial spray supplement. 

Summer spray miscible oil .—A commercial product. 

Experimental trees .—For the applications of 1931-33, trees of either 
Plumb Cider or an unknown variety, about 20 years old, of low to 
moderate vigor and in sod, were used. For the later work, Dudley 
trees in a vigorous young orchard, planted in 1931 and cultivated each 
year, were employed. Summer spraying of these trees was omitted, 
in order that the leaves might be severely scabbed. The work was 
centered mainly on the Plumb Cider and Dudley varieties, because 
the previous experience had shown these to be the most difficult, of 
the varieties tested, on which to suppress peritliecial development. 
The experimental conditions for suppression of the fungus were, there¬ 
fore, much more severe than would ordinarily be encountered in com¬ 
mercial orchards. 

Mixing the sprays .—The required amount of a 10-percent aqueous 
solution of copper sulphate was placed in a mixing pail containing 
about three-fourths of the total volume of water, and milk of lime 
(containing 10 percent CaO) was added. The arsenical compounds, 
which had been made into a thin paste with water, were then added, 
followed by the spray supplement, if any, and the remainder of the 
water. The mixtures were vigorously agitated immediately after 
each addition of material, and applied promptly. 

Applying the sprays. —The sprays were applied to selected branches 
by means of (>- to 8-liter hand sprayers. Care was taken to cover all 
the leaves as thoroughly as feasible on both sides and to avoid drift 
of sprays to other experimental branches. Nearly all applications 
were made during the first week of October. The treatments were 
made on dry foliage and under conditions that permitted the spray 
to dry before rain occurred, as slow drying tends to increase host 
injury by copper-lime-arsenic mixtures. 

Overwintering the leaves .—In all the experiments reported in tables 
2 and 3, the leaves were overwintered in cloth mesh bags (fig. 1, A), 
laid on sod in the orchard and fastened at the corners with large nails 
driven into the soil. Ordinarily from 30 to 50 leaves that showed 
abundant scab infection on the dorsal surface were placed in each 
bag, and in many cases the samples were laid down in duplicate or 
triplicate. The leaves were not allowed to overlap each other, and 
all were exposed with the dorsal surface up. In nature, the peri- 
thecia tend to be borne more abundantly on the dorsal surface. An 
examination of overwintered Dudley leaves under natural conditions 
in the spring showed that about 75 percent lay with the dorsal sur¬ 
face up. The overwintered experimental samples were allowed to 
remain in the field in the spring as long as was possible without undue 
deterioration of leaves or ascocarps. They were then stored dry in 
the laboratory. In the dry springs of 1934 and 1936, in order to give 
the ascocarps more favorable opportunity for development, all the 
samples were moistened with distilled water when they were brought 
from the field, and held in a cool chamber for several days. 

In 1934-35, in order to determine-whether substantially different 
results might follow if the treated leaves were overwintered with the 
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Figure l.—A, Apple leaves in open-mesh cloth bug ready for overwintering, H, leaf and measuring device 
in position for counts of perithecia, C, apple leaf showing perithecia of Venturia macqmilis at the magnifi¬ 
cation (X 20) at which tnc counts were made, D, section of a treated loaf (formula 139 of table 2) showing 
a disorganized ascoearp initial, X 425, E, section of an untreated leaf (control on D) showing a normal 
perithecium, X 425. 

ventral surface up, samples from 26 different treatments were placed 
on the sod in duplicate with the dorsal surface up in one series and 
the ventral in the other. The results of the tw r o series were closely 


405 


Rept. is, i»37 Eradicani Fungicides for Combating Apple Scab 

In 1935-30 the development of peritheeia in leaves overwintered 
by the standard method was compared with that in similar leaves 
overwintered in bags laid on the surface of freshly cultivated soil. In 
both the treated and untreated samples, somewhat more peritheeia 
were produced in the leaves that lay on the soil than in those on the 
sod. The spring of 1930 being comparatively dry, the greater mois¬ 
ture accessible to leaves on the soil was beneficial to the fungus. In 
wet years, however, many leaves thus exposed would disintegrate 
before the ascosporos were discharged 

Covnting the 'peritheeia." Results wore usually taken on 20 to 30 
leaves per sample. Occasionally disintegration necessitated using a 
smaller number. After having been soaked in water for a few minutes, 
the leaf was appressed, weathered surface up, to a small plate of glass 
and the surplus water absorbed by a wad of cheesecloth. Under the 
dissecting microscope counts were made of the visible peritheeia in 
%-incli areas of leaf surface that bore them in greatest number. 
Crossed wires held in a rectangular brass frame that was laid on the 
leaf made it possible to measure the desired areas conveniently 
without duplication (tig. 1, B). Peritheeia at the magnification at 
which the counts were made are shown in figure 1, C. Identification 
of the peritheeia was facilitated by pricking out doubtful bodies with 
a dissecting needle, and examining them under higher magnification if 
necessary. A disorganized ascocarp initial in a section of a treated 
leaf is illustrated in figure 1, 1). Such bodies are not visible from the 
surface, and are not included in the counts. Figure 1 , E } illustrates a 
normal perithecium in a section of an untreated leaf. Most of the 
samples were examined by more than one worker and without knowl¬ 
edge of the treatment. The results of the counts are expressed as the 
average number of peritheeia per square inch of leaf surface on which 
the counts were made. 

When peritheeia occurred in leaves that had received treatments of 
comparatively high efficiency, they were commonly found in localized 
areas small enough to be fully included in the counts. The counted 
peritheeia of the eoutrols, however, ordinarily included only a small 
percentage of the entire number visible on the leaf. Comparisons 
based on the total number for the entire leaf area, therefore, would 
indicate a substantially higher degree of effectiveness for the more 
efficient treatments than is shown by the method used. 

KN\ 1 UONMKNTAli CONDITIONS 

The development of peritheeia is greatly influenced by environ¬ 
mental conditions, especially moisture and temperature (33). Figure 
2 shows daily rainfall and maximum and minimum temperatures 
recorded by the Madison station of the United States W eather Bureau 
from September 19 to May 21, in the years 1931 30. 

Though temperature is a cardinal factor conditioning perithecial 
development, it is not ordinarily a sharply limiting one in Wisconsin. 
Moisture relations, however, are of prime importance in determining 
the quantity of peritheeia produced. Furthermore, they exert an 
important influence on the effectiveness of the eradicant fungicidal 
treatments. Enough moisture is essential to dissolve the materials 
employed sufficiently for them to exercise their toxic effects. However 
too high rate of loss of the spray residues limits the effectiveness of the 
treatments. 
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In 1931-32, 1933 34, and 1935-30 suppression of tli© pcrithccia by 
eradicani sprays was much easier than in 1932 33 and 1934-35. In 
1931-32 the rainfall, though slightly heavier than average, was fairly 
evenly distributed. In 1932 33 rainfall was slightly above normal in 
the fall and nearly twice normal in the spring. Rainfall was light in 
1933- 34, and hot, dry weather in the spring was unfavorable for the 
fungus. In 1934- 35 no rain fell while the treated leaves remained on 
the trees; but over 10 inches fell during October and November and 
ample rains occurred in the spring. There were no heavy rains in 
the fall of 1935, and the following spring was comparatively dry. 

EX PERI MENTAL REST’ LTS 

Data on the comparative effectiveness of the experimental materials 
in suppressing the development of porithecia of Vevturia, inaequalis 
appear in table 2. 

Table 2 .- -Results of fall spraying ex peri meals for suppression of porithecia of 
Y(uturia maegualis, Madison , HTs., 


incidence of pentheeia in percent 1 of the number 3 
found in the untreated leaves of the same xaricties 
m stated years 


Foimula 1 


1 . I ntreated... . 

2 CS<« FL« - + KO!i... 

1 CS»iH l 4 FOb . 

I. PSHLlfFO*-. 

5. CS14L 1 : i F<)« ,.. . 

0. CSi f-I- 1 »4 FOM . . 

7 rsi-t-L»-.+ Foi, . . . 

N (’Si 4‘i^ 1 1,4“ F () 1 1 _ _ _ 

9 t'HJ 1 1 t-n (unit >+FO»»._ 

10 CSC . PL14-FO-*. 

n. CS|1j4L*h+FO*h. - , . 

12. US M+T/«4 + Cm t-FOi... 
l.{ 1’SU-f LC f-Cai 1 1 -f FOK . 
It C'S-*, H.» >4 (’at -‘I.+KOK 
15. CS‘, f L! .fCai >_.+ FO-*h. 
10 CSJ, f * . 

J7. cs« { » 4 L 4 io-f rm •*v 4 F(Ox 

is. <'S L4 L ‘ is t Ciii M 4 F<>«,. 
10. CS»i f LLsfCjtl *vf FO« 4 . 
•JO f’SU + L^.+C’ai 'S+Fon. 
i*i rsu+L'.-.+rm u fFon 
22 I’hh FL‘ . M’ai *sfFO*i- 
21 (LSlflj f-Ctu » .+ FO 'k . . 
21 (LSI fhl+Ciii **v4 M)**h 
25 (LSI4LI-f r,u -‘ifKO's . 
20. (LSj 4 .Li 4 .rui l4F()h. 

27. (LSI f L ,l »4-Cai , j+F()J .... 
2 S. (LSI-fL^-fCai *HfFO» » 

29. (LS14-J.* 1 ,4-C’ai LfFO’-s . 

30. (LSI 4 Lt'>4('ai 1 14 FO 5 k.. 

31. CSl + L«H-Cal b+FO's— 

32 (LSI fLb-fCai 1 i4-FO«j .. 

33 CSJ4-Lb+Cai bfFO'«... 
3-1. (LSl+m+Cai J# 4 F(Hs. - 
35. (iSl-HJii+Cai b+FO* . 

30. CSl4-LH4-Cai ‘s+FOb— 
37. CHl-f-LU+Cai H4-F04* . 
3 H. CS14-Lb+CalH4-FOlfc„. 
39. CSl+LM+Cai ,44*F04fc„. 
40 CS14*Lb+Cai M+FOn... 


103 L 

UIl- 

know n 
\aricty 


UK) 

20 


1031, 

Plumb 

Cider 


100 : 

Id 


1032. ; 1033. 
Plumb Plumb 
Cider 1 Cider 


17 

21 

3 


100 

02 


71 

Mi 


12 .. 
30 , 

20 
10 | 
20 _ 


10 ! 

25 
12 
17 
4 

3 I 

0 . 


100 

12*1 


120 
123 


I 


4 ; 
20 ; 


1 

! 1934, 

! 1935. 

j Dudley 

! Dudley 

1 100 

1 100 

55 

' 

52 

i.. 

07 

' 

49 

__ 

00 


15 

r. 

; ‘""“w" 

- .. 

5 


10 


! _ 

1 0 

14 

. 

1 S 


1 11 1 

1 . 

: 10 ! 

13 j 


1 ”” 3 | 

; ” ” ~l\ 


\ 1 

I 5 ; 


1 22 ! 


! 4 

1 . 


0 

j * 30 


i- 

24 


20 

1 

S 

1 

3 

0 


1 CS-copper sulphate; L*lime; FO -fish oil; ZO=zinc oxide. For explanation of other symbols see 
table 1. The numtiers refer to the percent by weight, assuming the mixture to have the same weight as 
water, with the exception of fish oil, for which they refer to percent by volume. In preparing “neutral” 
bordeaux, milk of lime was added in successive small amounts until the .supernatant liquid, after agitation, 
no longer gave a positive potassium ferrocyanide test for copper. 1 T“trace. 

* The average numbers of perithecla per square inch of untreated leaf surface examined were* 1931, un¬ 
known variety 553, Plumb cider 375; 1932, Plumb Cider 575; 1933, Plumb Cider 522; 1934, Dudley 1,188; 
1935, Dudley 500. See text for account of methods. 
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Table 2 . - Results of fall sprayinq experiments for suppression of perilheeia of 
Yentuna i naequalis, Madison , U7n., I!lfl dti — Continued 


Incidence (.f perithecia in percent of the nunihir 
found m the untieuted leaves of the *011110 varieties 
in stated jeurs 


1935, 

Dudley 


(if) 0S14I4 4-30ai H FO'i . 

(57 0814T4 »430ai 14-F0>x 
OS. 0814I4.*430ai 44FO' * 
fit! OSJ+m+SC'iii **4FO*x . 
70. OS14T4H43(\n ‘x4F()K 

71 0S14T4»43Oai «:>4 FO‘k. 

72 ('SI fLU430m S4 F()‘k 

73 OSI+LMSOai 34+FOi... 

74 CS14-LU430ai 14FOO 

7. r ) 08M'>4I4 h4*Cui 1j4F()' > 

70 CHPH-I^M-SOai 4H-FO -v 

77. rs^+T,H4Zai 3 14FO’ . 

78 0844I4j4Zui 14-FO-x 

79 ('SH-Ll+Zwi ^4FOV. 
ko. OS 14U4 Zju I4-FO j i . 

M rsi-FLU. FZfti J4F0‘X._ 

82. OHl+IJi+Zfti 1.4FOH 
S3 0S1-FL'»4-Zat n4FO»». 
si. (\Sj-t-Lh4Zm H-F()»» 

85. 081414 -,+Zai 14FOU . 

SO 081 4L*f.+Zai 1 »+F()‘S- 

87 0SI4T4«4Zni 14FOL.., 

88 OSP i + L (neut) f-Zai 14FO* 

89 0SIU4T4 .*4Zai M4K0 -s 

90 (’Sli'.+IdjFZai H-F(Hi 

91. OSH FL’^+Oopa, 15+FOF 

92 0SH4T4.>4Oopai J*4FO»i 

93 OS H4I4 ,vf Oopai 14F04 

94. OS14-I^H4C , opai Vfc-PFOH 

95. OSH-LU4 Oopai H4FCH > . 
90 CSH-J4/i+Oopai 1 + F()J<j... 
97. 08)4*14 ;>4"Oopm '/4F(4)t. 

98 081414 f>4-Oopai 444FO J s_ 

99 OS14I4/40opai 1+F(>»2 

100 0814-144 4 Copal fcrl-FO***. _ 

101 0Si4-1444Oopai 14F0»«t. 

102 CS1144-1464Oopai 14F0-'*.. 

103. 0SH4LH41ai J44FOM . 

104. OSH4I464Iai H4FOH 

105. 0S^41464Iai 14F09*. 

106. ORl4LM4Iai J.64FOb . 

107. Csi41444Iai 544FOPS_ 

108. C8l4LW4Iail4F0i4... . 

109 CSl4I4»4|ai 944FO *}*_ 

110. 0S14IiV64lai 14F0H. 


('• L. 

J8 I 


1 

Formula I 







1931, 

1931, 

1932. 

1933, 

1934, 

Dudle.v 


un- 

know n 
variet > 

Plumb 

Older 

Plumb 

Older 

Plumb 

(’Kiel 

41 OS14 14n40iU 1 1 FF()‘ 1 



_ 

2 


12. 08141' (neut ) 40ai OH FO*h 

43 OSli4 4L‘io4 0aI-*u4F(Mv . 

44 CSl4t>4l440ai H4FOH ... ! 

- 

- 

t 

2:t 

T 

17 

15. (\SU‘j4L 1 s40fti 1 i4FO‘ > .. 

4ft <J*S1 1 '»4L?s40ai H4FO* > | 

17 (\SlF>4Lk* FC'ai OH-FO^x 1 




t 

1 

s 

48. 0S«M4LH42Oai 1 4FOO . 

19. (\S 44L0»420ai 4 4-FO'... ! 



3 

17 

. 


5ft. 0SH4L0420U1 i | FO‘_. 

1 

3 . 

» i 


5 1 

51 rRW4LH42Ctti i '«4F()0 . 

52. 0Sv l 44I4-420ni 3 h4FOO . 


1 



17 i 
15 

33 0S14L142Cai >,4F0'k . 1 



1 ! 


22 ' 

51. (\S14T4420ai •H4FOH .. 

55 0S14L1420A1 I4F0H-- - . ; 

56, 0S14T4i420ai !»f FOH 

57. OSI4I41420m -»h4F(Mu 

! 


1 

2 

1 

it 

17 

58. C814I4,i420ai 0’4FO‘s . 

1 

j 


1 


59. 0SO4T4-4:i0ru 1-24F0-0 ; 

00. 08?i4 14 >430iu J i4FO | ■ 



5 1 





0 | 

_ 

14 , 

fil. OSH f 14 *43(’ai 14 FO' • 

(52 OSH fI4-.4»('ai , k4F()| s . . | 

t 

3 1 

J ’ 

... 

7 1 

63 OSH f-14 430ni 4*4 K()»« 

04 0S14L1430ai FO'«s.. 



0 


13 

05. 081414 43(^11 *44 FO*i 



4 

1 ! 



12 

1 


21 

21 


2ft 


! 


1 2 

K) 



j 12 

. 



14 



| 



10 



i J 



34 



1 1 



19 



! 


3 

23 


1 




42 



1 



42 

- 


! . 


0 

20 



. 

. 



42 






”o ! 

13 


2 


. 


(i 

20 







34 



- 

. 



1 40 

_ 




_ 


1 37 





... 


54 




_ 



20 



. . 

_ 


1 

49 






1 

1 

27 



... . 

.. 


31 

.. _ 
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Table 2 .— Result# of fall spraying experiments for suppression of perithecia of 
Vvnturia inaequalis, Madison, Wis., i931-d(i —Continued 


For multi 


HI CSl+L'.'.flui **+KO-*k 

112 rsi + L'.H-lai l + FOla 

118 CSl»a+L‘H+Iru 1 + FO’** 


1 

I Incidence of perithecia in percent, of the number 
i found in the untreated leaves of the same varieties 
I in stated years 

i 


I 1981, 

; un- 
; known 
i variety 


1981, l 1982. 
Plumb ! Plumb 
Cider I Cider 


i 


1988, 
Plumb i 
Cider ! 


1934, i 
Dudley j 


1985, 

Dudley 



42 42 . 

12 I 82 j_ 


114 CS-^ + lPa+PO K+FO** 

115 CS*»i -f L 1 'i \- P<« Ji + KO* » 
lift. ( 1 S‘'fFLH'+-PD H FO'ti 

117 CS-» 4 -4 L (neuf M-PU »*+F()»i 
1 is CSl 4IP4-PO 14 FO** 

119 CSHaHd IPO >-4 FO»i 

120 (’SI HP t+Lai 1-4 FOH 

121 CS1+TP .+ Lal 1 +FOU. 

122 OSH IP.,4- bat 14 -FOH 

123 CSC >4- LMo+Lin 1 + M1V 
121 OSP-4- L‘h+Lui 1 + FO-v 

125 OSI-fL'i+Miu 1 i + FO'k 
120 osi + LH 4 Mm ‘Sfl-oK 
127 ("41 HP , -I Mai 4 FO <K._ 

12h CSl 4 IP , f Mm is 4 KO«s 


I ! 41 ! . I 

T 2 ! 3(1 ! 

! 1 hfi ! ’ i 

13 

.! . . ; (»3 

.- - i ! 70 

' ' 13 32 , 

----- 30 _ ! 

22 ; 

' . 9 . 


3 

1 s 


129 CS‘i IP . 4 2 Can 14-FO' v 

130 (’s IP- 4 2 Caa P »f F() -s 

HI. (’si4 IP 4-2 (’ua 14-Fo ‘t 

132 (’SI t IP.*42 (’aa 14 FO’v 
I 13 (’St i-IP 1-4 2 (’aa 1 4 FO 1 - 
I 11 (’SI -4 1, (neut )4 2 Ch.i 14 FO 1 
135 CS1H 4 U 42 Caa 1 f F04 


o 4 19 

9 
40 
K 
13 
22 
34 


130 (’S»| | 1P.--4 3C:m l (- Fou 


34 


1 17 (’S'i4IPv4(’aiD4Zai >-4 F(P- 
13s CSl 4 FLU 4 -CH 1 >,4Ztti ‘i * FOO 
139 (’S'l 4 L 1 ■ j-C.ii UP-Zni 1 ‘ !'()•>, 

1 to ('S', f IP 4 Cm 1 1 4 Zai 1 - I F(»K 
HI (’sl + LM-l’aJ 1 1 4Zat ‘n F()4. 
142 ('St f IP |~Cai *, 4 Zai *» + FO * 4 
111 CSl HP 4<’ai 1 i4Zai l+FO'U - 
lit CSl -4 LI 4Cai 1 .-t-Zai 4 KO'i 
115 CS14 L'i4<’ai ' i + Zai 1 v+FO r * 
191 (’Si | lPi+Cai 'i 4-Zai ‘pMI'v 
147 CSl 4 !P 4 4Ch» ', 4Zai 1 t FOh 
Its CSl + JPi 4Cai «j4Zmi 1 _■ 4 KO»» 

149 (’Si 4 IP* 4 ('m 1 -4 Zai I~hF(> *i 

150 ('SI 4- IP ,4 Cal 1 1-4 Zai 1 » 4 KO*v 

151 (’St 4IP • 4 (’oi 1 H Zai 1 ■ i FO 1 .- 

152 (’SI MP H (’ai 1 1 4Zai *» 4FO*fc 

158 (’SI IIPf Co i 1 , fZai I 4 I* O -s 
151. CS141P i4Cat 'v 4 Zai >4 FO 1 - 
155 ('SI 4 IP , 4 ('ui I Zai 04 F(>> • 

150 ('SI 4 LH 4 ('at 1 \ 4 Zai »»+FO»_. . 

157 (’S1-4IP i-i Cai 1 1 4 -Zai >, i FOH 

158 CSl 4 IP i4Cai 1 t4Zai 14 KOA 
159. ('S14IP i4Cui ‘s4Zai *t 1 FO*« 

100 ('Si UPa+Cm 1 .' 4 Zai »-4 FO*.. 

101 Csi 4 IPi 4 (’mi **j 4 Zai *i-4-FO*-_ 
102 . CSl+lPio4Cai 1 » 4 Zai 14-FO's . 

103 CS 14 IP 44 -Cui t,s4-Zai ti+F()4s 

104 CSl4IPj+Cai ih+Zm >-4F04 
105. CSH-LD+Cai M-Zui « 4 +KOL 
100 (’Sl4Lii4-Cai 1 s4-Zai l + FO*y . 
107 CSl-fLH-fCai * t fZtu >H F ()■*>. . 
1(58 CSI 4LD+Cui > 44 Zai ‘a+FO 1 ?- 
109. PKI + lPi 4 Cm > * + Zai 4, f FO* 5 . 

170 (’Si 4 IP » 4(’m « t 4-Zui I F F()4 

171 CSl 41. 1 i4*Cu» >s4Zai 1- | FO* ■ 

172. CSl 4lPi+Cai >k 4Zai *0 4 FO* • 

173. ('SI41P 4 -pCai D4Zai >H !’()> . 

174. (’Slp-L*j-.p-Otti *, 4 - 4 Zai **+F<>(.. 

175. CS 1 4-LU,4Cai D-4Zni 14-FO*. 
170. CSl+LHP-Cui M-Zai *- 4 F(Ms - 

177. CSI+m+Cai h+Zai 1+F()H.„ 

178. CSIH+Ll+Cai h+Zai H+FO> 4 - 



5 0 

12 1 

0 
II 
13 

17 0 

0 T 

0 

0 

1 


10 

0 

0 

0 1 1 
9 
9 



0 

T 

'I' i 
0 

0 I 


0 I 

0 

T : 

0 I. 

0 I 

o . 


33 . 
20 •_ 
IS 

22 . 
8 I 
0 


0 
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Table 2.-—Results of fall spraying experiments for suppression of perilhecia of 
Venturia inaequalis , Madison , TFis. f 1931-36 —Continued 


Incidence of perilhecia m percent of the miinbor 
found in the untreated leaves of the same varieties 
in stated years 


Formula 


179 Ofllfc+Ll+Cai M+Zai ?4+FO^_. 

180. OSIk+Ll+Cai M+Zai l+FO?x_ 

181 CSlk+L4*+Cm k+Zai k+FOH. 

182. OSlk+LW+Cai '4+Zal H+FO&*_ 

183. CSlk+I^+Cai h+Zai9*+FOH .. 

184. CSlk+W+Cai 46+Zui k+FCDs ... 

185 C'Sl+TJ+Cni k+ZOJ ;.+ FO}{_ __ ... 

180. CS94+Lh+Cai U+Copai k+FO H 

187. CSl+Ll+Cai k+Copai k+FOH - 

188. OSl+Lk+Cai m-Copai k+FOk- 

189. OSl+Lk+Cai h+Copai k+FO' 

190. CSl+Lk+Cai k+Copai k + FOk. 

191. CSl+Ltf+Cai k+Oopat k+FOk. 

192. CSl+Lk+Cai k+Copai *»4 + FOk 

193. CSl+J44+Cai k+Copai 1 + FOk 

194. CS1+LJ < + Cal }i f-Copai k+FOk 

195. OSl+Lk+Cai k+Copai k+FO) 

196. CWl+Lk+Cai } 4 +Copat k+FOk 

197. CSl+L‘4+Cai k+Copai 1+FOV 

198. CSl+Lk+Cai k+Copai ■?$+ FO'j_ 

199. CSl+Lk+Cai ?4 + Oopai 1 + FO* 

200. CSl+Lk+Cai k+Copai k+FOk. 

4 201. CSl+Lk+Cai k+Copai l+FOk~ 

202. CS-k+Lk+Cai M+Iai 4'i+FOk- — 

203. CSl+Lk+Cai k + lai k+FOk... 

204. CSl+Lh+Cai k+Tai }i+PO«i..... 

205. CH1+D4 4-Cai k4Iai IS+FOk 

206 CSl+LM+Cai k+Iai 444 FOk— 

207 CSl+Lk+Cai k+lai 1 + FOk- - 
208. CSl+Lk+Cai U+Iai k+FOk 
209 CSl + Lk+Cai k+Iai k4 FO 1 

210. CSl + LU+Cai k+Iai k'4 FO> 

211. CS1+L'i+Cai k'+Iai 1 FFO'n 

212. CSlk+Lk+Cai k+Iaik+FOk 
213 CSl+L»4+Cai k+Lm k+FOk. 

214. OSl+LU LCai k4Lai k + FOU .. 

215 CSt+lJ i +Cai k+Lai k+FOk, 

216. CSl+Lk+Cai k+Lai h4FO l .*.. 

217. CSl+Lk+Cai k+Lai 14FO' 

218. OSHi+Lk+Cai ) »+2Cai 1 f FOk, 

219. OSH+Lk+Cai k+3Cai 1+FOk 

220. OSk+Lk+Cai ',4+2 Caa 1+FOH 

221. CSl+Ll+Cai k+2Caa 1+F04+ . 

222. CSl+Ll+Cai k+2Caa k+FO-M_ 

223. CSk+Lk+Cai M+3Caa l+FOk_ 

224. CS-L+Lk+2 Caa 1+FO H+FOk 

225. CSl+Lk+2Caa 1+Zai H+FO«>4 

226. CSl+LK»+2Caa k+Zai 1+F044 

227. CSl+Lk+2Caa ; > 4 +Zai k+FO**.—. 

228. CSl+L}4+Copai U+Iai k+FOk. 

229 Ctfl+LM+Copai k+lai k+FOk. 

230. OS* 4 +Lk+Cai k+Zai k+Copai k+FOH 

231. CSl+Ll+Cai k+Zai %+Copai k+FOk.- 

232. CSl+Ll+Cai k+Zai k+Copai k+FOk 

233. CSl+L>4+Cai k+Zai k+Copai k+FO^*_ 

234. CSl+L+4+Cai ti+Zai Li+Copai k+FOk 

235. CSl+Lk+Cai k+Zai **+Oopai k+FOk- 

236. CSl+L'/i+Cai k+Zai k+Copai k+FOk_ 

237. CSl+I+4+Cai k+Zai k+Copai k+FOk- 

238. CSl+Lk+Cai k+Zni k+Copai h+FOk- 

239. CSlk+Ll+Cai k+Zai k+Copai k+FOk 

240. CSl+Lk+Cai k+ZOk+Copai k+FOk. 

241. CSi+LM+2Cai ->x+Zai k+FOk>.. 

242. CS1+LJ4 +3Cai k+Zai >i+FOk. 

243. CSl+Lk+3Cai k+Zui l+FO^i. 

244. CSl+LH+3Cai 9ti+Zai k+FOk„. 

245. C81+LM+3Cal k+Zai k+FOk 

246. CSI+Lk+3Cai k+Zai l+FOH- 

247. CSlk+l/H+3Cai k+Zai k+FO^. 



1934, 

Dudley 

1935, 

Dudley 


0 


0 

29 


9 


— 

T 

12 


_ _ 

i 

10 


17 


24 


It 

, 

11 


9 

13 

. 

12 


2 

s 

3 

.. » r - 

1 

1 

|:::: :/ 

T 

o 

! 8 


16 

. 

i 29 


! 19 


! M 


20 


: o 

-- - - 

; io ' 


10 


1 10 


10 

I 

22 


12 

i‘ I ! 

1 i 

i 

;■ "" 
**■ 

—- i 

! 

i . . ! 

i ” 29" 

:. 

! 16 


j 

T 
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1 
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Copper-lime mixtures. —The 10 copper-lime formulas used in the 
copper-lime-arsenic mixtures were tested without the arsenical com¬ 
ponents. The results were very irregular, varying greatly from year 
to year. Occasionally a substantial reduction of penthocia was 
effected. Usually, however, it was less than 50 percent, and in some 
instances the treatments appeared to be wholly ineffective. None 
of these preparations was sufficiently effective to have promise for 
the purposes of this investigation, except for use in mixtures con¬ 
taining some other toxic component. 

Copper-lime-monocalcium arsenite mixtures. —Many of the copper- 
lime-monocalcium arsenite formulas were highly effective in suppress¬ 
ing peritheeial development, but host injury was a limiting factor. 
Many modifications in the concentration and proportions of the 
ingredients were tried in the hope of finding a formula that would be 
effective enough and not too injurious. Lowering the amount of 
lime when the amounts of copper sulphate and the arsenite remained 
unchanged increased fungicidal effectiveness and host injury. For¬ 
mulas 15 and 27 are among the best of this group. The development 
of more promising formulas has recently led to lessening the work on 
copper-liuic-monocalcium a rsenite mixt u res. 

Copper-lime-di- or tricalcium arsenite mixtures .—These mixtures gave 
results very similar to those of the copper-lime-monocalcium arsenite 
preparations. The di- and tricalcium arsenites did not appear to be 
better adapted than monocalcium arsenite for such mixtures. 

Copper-lime-zinc arsenite mixtures. —Some copper-lime-zinc arsenite 
mixtures showed considerable promise. The zinc arsenite, however, 
had to be used at a concentration of about 1 percent in order to 
attain a promising degree of effectiveness, and even at this strength 
these mixtures did not always satisfactorily suppress the development 
of perithecia. The preparations of this group were distinctly less 
injurious to the host than the corresponding mixtures in which the 
calcium arsenites were used. Formula 80 gave good results in 3 of the 
4 years in which it was tried. Less attention has recently been given 
to formulas of this group, since others have seemed to offer more 
promise. 

Copper-Iime-copper arsenite m ixtures .— The results from copper- 
lime-copper arsenite mixtures seemed very promising in 1933-34, but 
were disappointing in the following year. Preparations containing, 
less than 1 percent of copper arsenite seemed to be of comparatively 
little value. The low-lime mixtures were more efficient than like 
formulas with higher lime components. Formulas 90, 99, and 101 
are among the more promising of this group. These preparations 
were less injurious to the host than the corresponding mixtures in 
which calcium or zinc arsenites were used. 

Copper-lime-iron arsenite mixtures .—The results from the copper- 
lime-iron arsenite mixtures were very similar to those from the corre¬ 
sponding preparations in which copper arsenite was used, but in 
general showed somewhat loss effectiveness against the fungus. 

Copper-lime-paris-green m ixtures .—The copper-lime-pa ris-green mix¬ 
tures seemed to be the least promising of the coppcr-lime-a rseni to 
preparations thus far discussed. 

Copper-lime-lead arsenite mixtures. --Ooppor-lime-load arsenite mix¬ 
tures were not sufficiently effective to be of promise. 
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Co p per-lim e-rna gn es ium or sen ite mixtures. - The results from coppcr- 
lime-magnesium arsenite mixtures were similar to those from corre¬ 
sponding preparations in which monocalcium arsenite was used. 
There was no evidence that magnesium arsenite is better adapted 
for the purposes of the experiments than the calcium arsenite. 

Copper-1 ime-di- or tri-calcium arsenate mixtures .—The copper-lime- 
dicalcium arsenate mixtures substantially reduced perithecial develop¬ 
ment with comparatively little host injury, but they did not appear 
to be sufficiently effective for the purpose. Substitution of the tri- 
for the di-calcium arsenate substantially lessened effectiveness 
against the fungus. 

Copper-lime-monocalcium and zinc arsenite mixtures. This group, 
in which both a highly soluble and a slightly soluble arsenite are 
used, contains some of the most promising preparations found in this 
study. Formula 139 gave almost perfect suppression of the peri- 
tliecia in each of the 3 years it was used, but host injury occurred to 
an objectionable degree. Formula 144 gave good control of the fun¬ 
gus in the 2 years it was tried, with less host injury. Formulas 153, 
168, 169, and 170 were all highly effective against the fungus, but 
caused some injury. In a single year’s trial formulas 179 and ISO 
were highly effective and caused only very slight host injury. Further 
experiments are necessary before conclusions can be reached as to 
the relative merits of formulas in this group and whether such mixtures 
can be recommended for use in orchard practice. 

Copper-lime-monocalcium arsenite and zinc oxide mixture. In a 
single trial, formula 185 suppressed the fungus satisfactorily without 
objectionable host injury. Further experimentation will be neces¬ 
sary for evaluating this type of preparation. 

Copper-lime-monocalcium and copper arsenite m ixtures.— Preparations 
in this group gave results similar to those from the corresponding 
mixtures in which zinc arsenite was used (formulas 187, 196, and 197), 
but the suppression of peritheeia tended to be less and host injury 
was about the same. 

Copper-lime-monocalcium and other arsenite mixtures .— Iron or lead 
arsenite seemed less promising than zinc or copper arsenite for addi¬ 
tion to copper-lime-monocalcium arsenite mixtures. 

Certain miscellaneous mixtures. -While certain miscellaneous mix¬ 
tures (formulas 219, 220, 226, and 227) caused a substantial reduction 
in development of peritheeia, they seem to be less promising than 
many other formulas. 

Copper-lime-monocalcium , zinc, and copper arsenite mixtures .—In 
1 year’s tests, certain of these preparations containing three arsenites 
were highly effective in suppressing the peritheeia, and formulas 232, 
233, and 234 caused comparatively little injury. However, it seems 
unlikely that mixtures in this group have as much promise as the cop- 
per-lime-monocalcium and zinc arsenite preparations (e. g., formulas 
143 and 144). 

Copper-1 me-di-- or tri-calcium, and zinc arsenite mixtures. —These 
preparations, which were tried only in 1933, a year in which suppres¬ 
sion of the peritheeia was comparatively easy, seem less promis¬ 
ing than corresponding mixtures in which monocalcium arsenite 
was used. 
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Discussion .—The comparative effectiveness of the several types of 
formula used lias been briefly discussed in the foregoing paragraphs. 
The results presented show that it is possible, even under very severe 
conditions of scab development, to reduce the ascigerous stage of the 
pathogen to a very low level in leaves that are thoroughly sprayed in 
the fall with suitable eradicant fungicides, ascospore production hav¬ 
ing been completely suppressed in many individual expeiiments. 
These small-scale experiments, however, having been designed 
chiefly for surveying the comparative effectiveness of many formulas 
for suppressing the fungus, leave for further investigation numerous 
questions relating to the possible adaptation of fall spraying as a 
practical measure for apple-seal) control. Some of these are considered 
below. 

Variations in Time of Application of Spray 

In 1933 34, 1934-35, and 1935-30 a series of experiments was per¬ 
formed to gain data on the relation of time of application to the 
effectiveness of the sprays against the fungus and their injuriousness 
to the host. Beginning in late September, applications were made on 
young Dudley and Northwestern Greening trees (set in the orchard in 
1931) at intervals of about 1 week by means of a wheelbarrow sprayer. 
One or two trees of each variety wen* gi\en each individual treatment, 
none being sprayed more than once. Samples of leaves w r ere picked 
and placed for overwintering on the following dates: 1933, from first 
and second applications, October 19; from third application, October 
24; 1934, from first and second, October 17; third, October 22; 1935, 
from all applications, leaves picked October 19 and laid on sod October 
25, The usual methods of overwintering the leaves and taking data 
were follow ed. The results relating to suppression of perithecia appear 
in table 3. 

The variations in time of application employed in these experiments 
showed no striking or consistent influence on either the effectiveness 
of the sprays in suppressing the development of perithecia or their 
injuriousness to the host. In 1933-34 the perithecia were so effec¬ 
tively suppressed by all applications that no substantial differences in 
effectiveness in relation to the time of application could be observed. 
There was little injury from any of the treatments. In 1934-35 
suppression of the perithecia was unsatisfactory. With the aim of 
lessening the danger of host injury, the formulas were weakened in a 
season that proved to be unusually favorable for fungus development. 
l T nder the conditions encountered, the latest date of application was 
the most effective and the intermediate date the least effective. 
It seems more probable that these differences are due chiefly to rela¬ 
tions of time of application to rain periods than that they are attribu¬ 
table to the stage of development of host or parasite. There was 
little injury from any of the treatments. In 1935 36 the latest appli¬ 
cation appeared to be slightly more effective than the others. Winter 
injury in this season w as so severe that it interfered with interpretation 
of results of spray injury. No consistent relation between time of 
application and host injury was noted. 

While these data are too limited to be conclusive, they suggest the 
desirability of delaying the applications as long as feasible without too 
much leaf fall. 

v.»ss:l -*t7— % 
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Table 3. —Effects of variations in the lime of application of fall sprays on their effi¬ 
ciency in suppressing perithecia of Venturia inaequalis , Madison Wis. t 1988-86 



Incidence of perithecia in leaves sprayed at stated dates 
in percent 2 of the number 3 found in the untreated 
leaves 

Year and formula 1 




t 





Dudley 


Northwestern Greening 


Sept. 21 

Sept. 29 

Oct. 13 

Sept. 21 

Sept. 29 

Oct. 13 

1933-34 







1 . Untreated. .. 

100 

100 

100 

100 

100 

100 

37. CSl+DV4+OaH4+FOH.. 

1 

0 

0 

1 

0 

10 

38. ra 1+LM+OaiW+F 096. 

1 

0 

I 

0 

2 

3 

4ft. CS1fc+LH+Cai9*+FOtf.... 

1 

1 

0 

0 

0 

1 

1 G8. C'Sl + LM+ralM+Zaf^+FOM*__ 

0 

0 

0 

0 

1 

1 

lft9. CSl+LM+OaiM+Zai^FOfc.. 

0 

0 

0 

0 

0 

2 

370. CSl+LH+raiM+Zaii+FO'*_ 

0 

0 

0 

0 

0 

0 

172. CSl+LM+Cai?tf4-Zai?'f+FOJ$_ .. 

3 

0 

0 

0 

0 

0 

183. rSJW+Lft+CaiM+ZaiW+FO»!i_ _ —, _ 

2 

0 

0 

0 

0 

0 


Sept. 24 

Oct. 8 

Oct. 22 

Sept. 24 

Oct. 8 

Oct. 22 

1934-35 







3. Untreated__ _ 

300 

100 

100 

KM) 

100 

100 

95. (\S1 +L}'4 +Copai a f +F O Vi .. 

11 

23 

13 

19 

99 

17 

107. CaH-Lfc+laW+FCHS .- 

1 ft 

45 

3 

11 

47 

12 

15. CS> H HAS-fUaiW+FO**_ 

11 

28 

7 

10 

93 

15 

191. rai l-LD+OuMi+Copaite+FOH_ 

24 

51 

2 

30 

43 

4 

205. US1+ L 1 1 +Cai \6 +Tai i$+FOW _ 

15 

27 

12 

ft 

58 

17 

164. CS1+LJ i -f-raUk+Zai^+FOH _ 

12 

42 

11 

30 

39 

22 


Sept. 23 

Oft. 5 

Oct. 10 

Sept. 23 

Oct 5 

Oct. 10 

1935-36 







1 . Untreated_____ 

100 

100 

100 

100 

1(K) 

100 

25. USl-f Ll f ("aiih-FFOH.... 

12 

14 

0 

1 

1 

1 

143. Ctil+Ll+UaiM+Zail+FO?*.- 

2 

2 

1 

1 

2 

1 

23ft. esi+LW+Uai 3 * fZai^fCopailv+FO'x.. 

0 

3 

0 

1 

0 

T 

197. CSl+LDd-OaiVi+Copail+FO?6_ 

4 

* r) 

T 

25 

1 

T 

2 


» For explanation of symbols used see footnote J, table 2. 

2 T=Trace. 

3 The average numbers of perithecia per square inch of untreated leaf surface examined were 1933, Dudley 
1003, NorthwevStern Greening 370. 1034, Dudley 403, Northwestern Greening 214,1035, Dudley 500, North¬ 
western Greening 304. 

Spray Injury Tests Under Orchard Conditions 

Extensive data on spray injury were taken in connection with the 
small-scale experiments on suppression of perithecia. However, the 
conditions of most of these experiments were so unsatisfactory for 
injury studies that the results relating thereto will not be given in 
detail. While more extensive studies on injury must await further 
narrowing of the problem, some experiments have been initiated, as 
reported below. 

Thirteen different copper-limc-arsenic formulas (nos. 15, 24, 39, 80, 
95, 107, 143, 164, 169, 170, 191, 197, and 205 of table 2) were applied 
during the first half of October by power sprayers to orchard trees of 
eight apple varieties (Wealthy, McIntosh, McMahon, Northwestern 
Greening, Fameuse, Lowland Raspberry, Dudley, and Yellow Trans¬ 
parent) in 40 treatments at Sturgeon Bay, Gays Mills, or Madison 
during the period from 1932-33 to 1935-36, inclusive. One or several 
trees were used per treatment. Examination was made for leaf injury 
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about 1 or 2 weeks after the sprays were applied and for bud injury 
the following spring. No drastic leaf injury was observed, except in 
one case when showery weather prevented prompt drying of the 
sprays. Observation of the sprayed and unsprayed trees in the spring 
revealed no evidence of significant spray injury to the buds. Counts 
relating to bud injury were made only on Wealthy at Madison. 
These revealed no significant difference between the sprayed and 
unsprayed trees, except possibly for formula 39 in 1935-36. In this 
case the untreated trees showed 2 percent and the sprayed 10 percent 
of dead terminal buds. Winter injury affected both sprayed and 
unsprayed trees this year. 

These results, though encouraging, are not interpreted as establish¬ 
ing the safety of these formulas for general use as fall sprays for apples. 

Effects of Kkadicant Spraying on the Epidemiology of Scab 

The work thus far reported seems to indicate substantial possi¬ 
bilities for the development of a fall spray treatment capable of 
reducing the ascosporic inoculum to the neighborhood of 1 percent, 
or less, of that from similar untreated leaves. The effects of such 
reductions on the epidemiology and control of the disease remain to 
be considered. Only a small beginning has been made in experi¬ 
mentation in this important field. Studies of the effects of certain 
fall spray treatments on the development of the disease in the follow¬ 
ing year were begun at Madison in 1934. A brief report of the 
progress of this work follows: 

Orchard no. 1 of figure 3, set in 1930, received the fall sprays. 
Orchard no. 2, set in 1931, was untreated. Both orchards wore 
vigorous. Neither received summer sprays. Cultivation of both 
was postponed until aseospore discharge was over. 

EXPERIMENT OF 1934-35 

On October 9, 1934, all of orchard no. 1 was sprayed by means of 
a pow er machine, formulas 191, 164, and 205 of table 2 being used on 
different subplots. 

The environment in fall, winter, and spring w r as favorable for 
overwintering of the fungus. Examinations in the spring show T ed 
that the sprayed orchard was very nearly free from perithecia of 
the scab fungus, whereas a fair amount of ascosporic inoculum had 
developed in the unsprayed. Ascospores were mature by the time 
the leaf buds opened, and several days of rain and low' temperature 
afforded favorable conditions for early infection (fig. 4). Scab 
lesions were first observed on May 29, when a w r ave of disease began 
to appear. Rains in June and July permitted further infection 
periods, and the season was generally favorable for scab development. 

Comparative data on scab development in the two orchards appear 
in tables 4 and 5. The results shown in table 4 indicate that through 
the month of June reduction of scab infection in the sprayed orchard 
was not less than 90 percent. The sprayed Wealthy block showed 
92 percent scab-free fruit on June 24, as compared with 48 percent 
from the unsprayed (table f>). At harvest 89 percent of the fruit 
from the sprayed block wuis free of scab, while the unsprayed block 
had insufficient fruit for counts at that time. 




the se\er<il plots rec*oi«i the nirnher of tree- 
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Table *1.- - Effects of fall spraying with eradicanl fungicides on the development of 
apple scab in the following season , Madison, H7,s\, W3/ t 35 and t!)35 -$(> 




Orchard no 1, 

Orchard no. 2, 

Ilecreuso 



sprayed 1 

| unsprayed 

in dis- 







ease in 

Year, variety, and dato 

Counts made on— 

Total 

units 

exam¬ 

ined 

A verage 
lesions 
l>er unit 

Total 

units 

exam¬ 

ined 

A verage 
lesions 
per unit 

orchard 1 
as com¬ 
pared 
with or¬ 
chard 2 

1931-35 







Wealthy: 


Number 

Number 

Number 

N umber 

Percent 

May 31-- 

Fruit spurs (leaf lesions)- 

500 

0 078 

250 

1 708 

96 


Fruit... 

270 

.42 

113 

4 50 

91 

June 29 . _ 

Leaves ol terminal shoots... - 

283 

.52 

274 

1 8 

89 

Northwestern Greening, 
June 29. 

do .. 

293 

.72 

282 

18 0 

96 



1935-36 







Wealthy, June 2___ 

... do.- . 

2.575 

.007 

1,839 

. 648 

99 

Northwestern Greening, 

.do.. 

1,219 

.047 

1,230 

.832 

94 

June 4. 

Wealthy, June 6 _ 

_do.. - ... 

3,042 

.48 

2, 387 

3.67 

87 

Northwestern Greening, 

.do. 

1,450 

.71 

1,464 

4 8S 

85 

July 9. 

Wealthy: 




! 



Julv 10.. - 

Fruit. 

200 

.075 

200 

.57 

87 

Sept. 2....— 

_do _ _ 

1. 334 

1 93 

718 

7.79 

75 


1 Orchard no. 1 sprayed in 3 subplots on Oct 9,1934, with formulas nos. 151, 191, and 205 of table 2; on Oct 
9,1935, with formulas nos. 39,143, and 152 (modified to contain zinc arsemte at J*» of 1 percent) No summer 
spray was applied to either orchard 


Table 5. — Effects of fall spraying with e rad leant fungicides on the development of 
apple scab in the following season, Madison, iVis., 193^-35 and 1935-30 


Orchard no 1, 
spra>ed i 


Orchard no 2, 
unspra\ed 


Year, variety, and dale 


Counts made on 


Total 

units 

exam¬ 

ined 


Cults 
free of 
scab 


Total 

unils 

exam¬ 

ined 


Tints 
free of 
sea b 


1934- 35 

Wealthy 

June 24. 

June 29.. 

Notthwestern Greening, June 29 . - 
Wealthy, Sept. 4. 

1935- 30 


Fruit_ - . 

Terminal shoots (leaf lesions), .j 

- - do ... 

Fruit... .. 


Number 

270 

20 

20 

320 


Percent 

92 

45 

50 

89 


Wealthy, June 2.... 

Northwestern Greening, June 4_ 

Wealthy: 

June 8..... 

July 6... 

Northwestern Greening, July 9_ 

Wealthy: 

July 10.. 

Sopt. 2. 


Terminal shoots (leaf lesions) . 

_do.. . 

Fruit... .. _ 

Terminal shoots (leaf lesions) . 
_do. 

Fruit..... 

do.... 


207 

UK) 

100 

207 

100 

200 
1, 334 


95 

00 

100 

17 

11 

97 

45 


Number 

113 

20 

20 


( 2 ) 


Percent 

48 

0 

0 


150 

100 

100 

150 

100 

200 

718 


3 

1 

97 

0 

0 


1 


1 Orchard no. 1 sprayed in 3 subplots on Oct. 9, 1934, with formulas nos. 164, 191, and 205 of table 2; on 
Oct. 9, 1935, with formulas nos. 39, 143, and 152 (modified to contain zinc arsenite at W of 1 percent. No 
summer spray was applied to either orchard. 

2 No fruit available for counts. 

Experiments of 1935-36 


On October 9 all of orchard no. 1 was sprayed, formulas 39, 143, 
and 152 (modified to contain zinc arsenite, one-half of 1 percent) of 
table 2 being used on different subplots. Orchard no. 2 was un- 
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sprayed, except, the Yellow Transparent, block, which was given the 
same treatments as orchard no. 1 in order to increase the distance 
between that orchard and the source of ascosporie inoculum in the 
unsprayed orchard. 

Conditions were generally favorable for production of perithecia 
of the fungus, although dry weather in the spring somewhat delayed 
ascospore discharge. Counts made by the usual method showed that 
in the plots treated, respectively, with formulas 39, 143, and 152, 
Wealthy leaves averaged 3, 4, and 9 perithecia per square inch of 
leaf surface examined. In the unsprayed orchard the leaves averaged 
255 perithecia per square inch of leaf surface examined for Wealthy, 
364 for Northwestern Greening. It appears, therefore, that produc¬ 
tion of perithecia in the sprayed orchard w as reduced by approximately 
98 percent. 

Ascospores were ready for discharge by May 3. The first infection 
period occurred May 9-11 (fig. 5), and scab lesions were first observed 
May 29. The rains of late May and June permitted moderate infec¬ 
tion. The development of the disease was sharply checked by hot, 
dry weather in July. Frequent periods of rain in August favored 
infection. 

Beginning June 6, the seasonal development of the disease was 
followed on 20 tagged terminal shoots on as many trees in each 
orchard. The results are shown in figure 5. 

Further comparative data on scab development in the sprayed and 
unsprayed orchards appear in tables 4 and 5. The results shown in 
table 4 indicate that through June and early duly reduction of scab in 
the sprayed orchard was not less than 85 percent. Wealthy fruit of 
the sprayed orchard at harvest time showed a reduction of 75 percent. 
On June 2, 95 percent of the Wealthy terminal shoots in the sprayed 
orchard were free from scab lesions, against 3 percent in the unsprayed 
(table 5). On July 6, 17 percent were scab-free in the sprayed 
orchard, none in the unsprayed. On June 8 all the Wealthy fruit in 
the sprayed orchard was scab-free, against 97 percent in the un- 
sprayed. At harvest 45 percent of the fruit of the sprayed orchard 
remained free from scab, against 1 percent in the unsprayed. 

When this experiment was planned it was realized that the available 
orchards were too near together to preclude the probability of passage 
of a substantial ascosporie inoculum from the unsprayed to the 
sprayed. In view- of this fact, the differences in scab development 
are the more striking. 

In order to gain evidence concerning the possible influence of 
inoculum from the unsprayed orchard on disease development in the 
sprayed, the incidence of scab in the latter orchard was studied in 
relation to distance from the former (fig. 0). On July 6 data were 
taken on 50 Wealthy terminal shoots in each of the distance classes 
shown in figure 6. The results show' that the incidence of infection 
diminished substantially with increased distance, an average of 12 
lesions per terminal shoot occurring in the least distant class and 3 in 
the most distant. Conversely, the percent of terminal shoots free of 
scab increased with distance from 6 in the least distant class to 34 in 
the most distant. 

Exact data on the distance to which ascospores of Yenturia iiuie- 
gualis may be carried in the air and the relations of distance from the 
source of the ascosporie inoculum to its concentration and to the 
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f ii.i n* <• liK'idwice of apple s >( , ub m Ilia orehanl (no 1 of fiji IP that romwal a fall treatment in relation 
to distance from I lie unspiu.Ncd orchard (no 2>, which contained an abundant ascosponc inoculum, Mad¬ 
ison, \Y is , It).to 


incidence of infection caused by it are meager. Undoubtedly tlie 
spores may be carried for great distances in the air (V«>). However, 
the limited evidence from the experiment that has just been reported, 
together with theoretical considerations and orchard observations, 
suggests that the concentration of this air-borne inoculum and the 
incidence of disease that it. may cause diminish rapidly with the 
distance it is carried. 


DISlTsslON 


In the consideration of the results of the foregoing experiment, 
attention is invited to the fact that these fall treatments were not 
designed or expected to obviate the necessity of summer spraying. 
The summer sprays were omitted in order that effects of fall spraying 
might be studied more advantageously. 

It should be observed that the seasonal conditions encountered in 
the course of this experiment did not favor heavy infection during the 
critical preblossom and blossom periods. Much more work under a 
wide range of conditions will be necessary to arrive at an adequate 
understanding of the relations of the quantitative level of the ascos- 
poric inoculum to the epidemiology and control of the disease. The 
limited experimental data thus far obtained are in full accord with the 
evidence of earlier studies {16) in indicating that these relations are 
highly significant. 
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Seasonal conditions at (Jays Mills/’ Wis., in 1934 and 1935 afforded 
an opportunity for certain observations on the relations of a greatly 
reduced ascosporic inoculum to the seasonal development and control 
of scab. The extreme conditions of heat and drought in 11)34, in con¬ 
junction with efficient summer spraying, so reduced the incidence of 
scab that perithecia of the pathogen were hard to find in certain large 
blocks of trees in the spring of 1035. The fungus, however, over¬ 
wintered at a somewhat higher survival level in some situations where 
the spraying had been less thorough or the local environment more 
favorable, as in certain ravines. In 1935 conditions of moisture and 
temperature were very favorable for scab development, until late in 
the season. With a normal ascosporic inoculum a very severe and 
difficultly controllable epidemic of scab would have been expected. 
Actually, the disease development was moderate, and control was com¬ 
paratively easy, especially in certain blocks where the ascosporic inoc¬ 
ulum w r as known to have been very sparse. In one Dudley block in 
which the fungus was reduced to a very low survival level, only 49 
percent of the unsprayed fruit showed scab at harvest; in a block of 
the same variety in which scab had been somewhat more prevalent 
the year before, 98 percent was scabbed. Unspraycd McIntosh in an 
orchard in which the fungus had overw intered at a very low r survival 
level had only 88 percent of the fruit scabbed and 30 percent rendered 
unmarketable because of the disease. In this orchard a lime-sulphur 
program that began with the open-cluster spray reduced the percent¬ 
age of scabby fruit to 2, and a like program beginning with the calyx 
application reduced it to 17, of which three-fourths could go into the 
U. S. No. 1 grade. This experience accords well with other data and 
with theoretical considerations in suggesting that a sufficient reduction 
in the ascosporic inoculum may he a potent factor in delaying and 
diminishing scab development and lessening the difficulty of its control 
by protectant sprays. 

(iiBMic\L Treatment of Lewes ox the Ground 

In situations in which overwintering of Venluria ina equal is depends 
wholly or dominantly on production of the ascigerous stage, the 
period after leaf fall and before ascospore discharge is, obviously, 
a potentially vulnerable one. The fungus is then prostrate on the floor 
of the orchard. If it were as conspicuously visible as Canada thistle 
(Clmum arrensf (L.) Scop.), for example, would w r e continue to permit 
this dangerous and expensive, pest to breed year after year in our 
orchards, essentially unmolested? Considerable progress has been 
made in the development of eradicant chemical treatments for use 
against weeds. Possibilities of adapting similar methods of chemical 
eradication to the control of apple scab and some other fungus diseases 
seem to deserve consideration. 

Experiments with liquid applications of certain fertilizers that are 
known to have toxic properties and with certain weed killers have 
been initiated. In preliminary experiments in the spring of 1930, 
saturation of apple leaves as they lay on the ground by spraying 
with ammonium sulphate dissolved in w'ater at the rate of 1 pound to 
the gallon killed the ascospores that were mature and prevented the 
maturation of others. Further results from this line of work are not 
yet available. 

• Or. J. A Pinckard collaborated in this part of the investigation. 
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I*kiosknt Status of tiib WokkJon Apple Scab 

Those studies on apple seal) may be considered lirst in relation to 
the control of this disease, and second with reference to the broader 
question of the potentialities of eradicant fungicides for increased 
use against other plant diseases. The first of these aspects of the 
work is discussed in the following paragraphs, the second in a later 
section of this paper. 

The problem relating directly to apple scab control has three major 
phases: (1) The development of means for sharply limiting the 
ascosporic inoculum; (2) studies of the effects of such limitation of 
the inoculum on the epidemiology and control of the disease; and (3) 
large-scale experiments to determine whether the procedures developed 
can be adapted to comprise a part of an improved program of scab 
control. Attention has thus far been devoted to the first and second 
phases. The results seem to have demonstrated that, under condi¬ 
tions such as were encountered in these experiments, (1) suitable 
applications of eradicant fungicides are capable of drastically reducing 
the ascosporic inoculum, and (2) such reduction greatly retards and 
ameliorates the development of the disease, especially in the critical 
period of primary and early secondary infection. 

It is recognized that many obstacles must be overcome if fall 
spraying is to find a place in the apple scab control program. The 
most important appears to be the problem of host injury. Many 
of the formulas employed appear to be on the threshold of satisfactory 
fungicidal efficiency, without too much injury to the host. However, 
extensive tests, with due consideration to the effects of different 
environments and to varietal responses, will be necessary to establish 
the safety of such materials for use in orchard practice. 

Other obstacles, such as early leaf fall under some conditions, 
difficulty of thorough coverage of the foliage of large trees, the 
inconvenience of spraying after harvest, etc., must also be considered. 
These difficulties vary much in importance with conditions in different 
regions. They do not seem to be insurmountable under ordinary 
Wisconsin conditions. It is scarcely to be expected that any control 
program will be adapted to all regions in which scab occurs. 

Such eradicant chemical procedures as are here discussed can be 
established as a part of a sound program for apple scab control only 
if and when they justify themselves on the basis of extensive trial 
under orchard conditions. Much w ork remains to be done in develop¬ 
ing methods and studying their effects before large-scale tests are 
warranted. Unless or until these methods stand the test of such trials, 
growers are advised to refrain from trying them. 

The studies on apple scab are being continued. 

EXPLORATORY STUDIES ON OTHER DISEASES 

Though this investigation has been centered about apple scab, as 
an important disease that afforded opportunity and material for the 
work, its larger purpose has been to inquire into possibilities for wider 
application of the principle of eradication to plant disease control 
through the use of chemical agents. After it became evident that 
suitable applications of copper-lime-arsenic mixtures were capable 
of preventing the development of ascocorps of Venturia inaequaiis , 
certain exploratory experiments were initiated to gain evidence 
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concerning tlieir potentialities for limiting: the development or the 
dispersal of an effective primary inoculum of certain other pathogenic 
fungi. A brief report of this work, which was necessarily limited in 
extent, follows. It seems unnecessary to burden this paper with a 
review, for each of the diseases dealt with, of the previous efforts in 
this direction, in which other materials, chiefly those adapted primarily 
for summer spraying, were employed. 

BROWN ROT OF PLUM 

On April 29, 1933, formulas CSl h , + LJi+( 1 ai? 4 '|-FO& and OSIJ 2 +- 
L%+Cail + F()% (for explanation of symbols, see footnote 1, table 2) 
were applied to branches of Primus domeutica L. bearing per¬ 
sistent mummified fruits that liad been attacked by the brown rot 
fungus, Sclerotinia fructicola (Wint.) Relim, in the preceding year. 
The blossom buds had expanded but not separated in the clusters. 
Sprayed and unsprayed mummies, collected on May 5, were examined 
by a standardized procedure for occurrence of conidia. None were 
found on the sprayed mummies, whereas they occurred in abundance 
on the unsprayed. In a similar experiment in the following year 
formulas 10 and 12 of table 6 gave like results. No spray injury was 
observed to follow these treatments. 

APPLE BLOTCH 7 

In 1934 and 1935 individual branches of three large Northwestern 
Greening apple trees bearing abundant twdg lesions caused bv the 
blotch fungus, Phyllosticta solitaria B. and E., were treated at Urbana, 
Ill., by means of hand sprayers. 

In 1934 the trees were at the green-tip stage when the sprays w ere 
applied. Light showers occurred the night after the applications, 
followed by dry weather for several weeks. On June 2 and 14 twigs 
were collected at random from the treated and untreated branches 
and sent to Madison, where they w r ere held for 5 days in a moist 
chamber at 20° O. to give the pyonidia further opportunity to mature. 
The percentage of lesions that bore any sporulating pycnidia w as then 
determined by microscopic examination. Results from old lesions 
and those from new T lesions and advancing margins of old ones were 
taken separately, the current year’s advancing margins of an old lesion 
being counted as a new lesion. 

In 1935 the experiment w r as repeated, with modifications. There 
were two dates of application, and the twugs were collected for exami¬ 
nation on May 2. 

A summary of the treatments and results for both years’ experi¬ 
ments appears in table 6. 

In 1934 the sprays w r ere applied too late for maximal effectiveness. 
Nevertheless, formulas 1 and 2 seemed to prevent sporulation on 
about three-fourths of the old lesions (fig. 7, A, B). There was com¬ 
paratively little reduction of sporulation on new lesions. Lime- 
sulphur and bordeaux treatments were comparatively ineffective. 
Formula 1 caused perceptible host injury; the others did not. 

7 Thu writers arc indebted to l)r. il. W r . Anderson of the Illinois Agricultural Experiment Station for his 
helpful cooperation in this part of the work and for permission to report the results, and to Fred Heaton of 
New Burnside, Ill., for making his orchard and sprucing facilities available for the work of HUG. 
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Table 0 . - The effectiveness of certain spray treatments %n suppressing speculation 
of Phyllosticta solituria m twig lesions of Northwestern Greening apple , 1 7 rbana, 
III., 19.14 and llhHn 


Ilate of | 
application] 


Formula 1 


mu 

1 

: o 

Lntieated _ _ 

\in ii_ 

i. 

rsmwk+cmi+Fo'-H.-.! 
rsiK-f L?fc+( , ai»i+ZaiU+ ; 
FO 1 1. 

l)o. 

i <> 

Do. 

; 

< ’SI 1 j-f*L { j 4 Cal U + Zai U+ ' 
KOT* i 

Do 

1 

CSH-LU fCai f Zai 

FO 1 .. 

Do . 


CS14-L!«,-fCai «_• f/ul «_>+ 
FO} - 

Do 

! n 

CSl + L'.,+Zfii 1 + FOD 

CSDj+L^+FO' . 

1)0 

7. 

Do 

' 8 

Lime-sulphur 17. _ .J 

1935 

! 9 

Cut teated .. : 

Fob 11 

1 

CKMH fZ'U **-f , 

F<)‘» 

A |H S 


do. .. i 

Fob 1) 

\pi S 

' 11 

CS1 1 *4 LK+Csu ^4-Copai 
•;» 4-FO *i. 
do _ 

Fob 11 

12 

1 

('SI 1 4*L‘i4CaiU4ZaC»4 
FO 4 


Total 
tvugs 
ob- 
scr\ed 


A wm ftcr! 
JO 


7 | 

<) I 
10 I 

0 I 
12 
0 


Old i lesions 

New 1 lesions 


Total 

Bearing sporu- 

Total 

Bearing sporu- 

lilting psenidia 

lating pycnidia 

A umber 

A umber' Percent 

Number 

Nu mbirl Percent 

J5 

ir> 

1(H) 

16 

10 

100 

Ml 


20 

15 

13 ! 

87 

17 

4 

24 

17 

15 ! 

8K 

11 

4 

30 

25 

20 

80 

10 

0 

yo 

10 

"■j 

100 

14 

10 

72 

21 

24 | 

1(H) 

1 22 


OS 

13 

13 j 

100 

1 19 

14 

71 

1 10 

19 

100 

1 22 

21 

00 

; 13 

13 

1(H) 

1 40 

49 

1(H) 

1 17 

12 i 

71 

1 42 

0 

0 

, -- - 


- 

1 4. r ) 

12 

27 

12 

4 1 

3i 

08 

2 , 


3 

0 , 

0 

.10 

5 1 

17 

; 2 

■ 1 , 

50 

31 

4 

14 

4 

0 ! ’ 

0 

30 

2<i 

87 

1 

1 0 

0 


i For explanation off ■•wnbok, m»c footnote 1, table 2 
* See text 


Jii 1985 tlu* treatments applied February 14 were decidedly more 
effective than those of April 8. No speculating pycnidia were found 
on old lesions that received the early application of treatment 10, 
and treatments 11 and 12 were nearly as effective, with the same timing. 

Tinier the conditions of the experiment, few new lesions developed 
on the experimental branches. The data on these are too meager to 
oiler more than a suggestion that there was some measure of limitation 
of sporulation on young lesions, especially by the earlier treatments. 

In 1980 an experiment in which the sprays were applied by a power 
machine was performed at New Burnside, Ill. Applications were 
made March 4 on 10- to 15-year-old Duchess trees that bore abundant 
blotch lesions, especially on the fruit spurs. Each program of treat¬ 
ments was used on two or more trees. The experiment was planned 
primarily to gain evidence on the effects of the several programs on 
the incidence of blotch on fruit, but, owing to cold injury, practically 
no fruit was set. Furthermore, on account of the very dry season, 
there was no significant amount of new' infection, even on unsprayed 
trees. Samples of twigs collected May 27 were examined microscopi¬ 
cally on May 28 with reference to the percentage of pycnidia that 
bore spores. The results appear in table 7. 

The examinations showed that 42 and 65 percent, respectively, 
of the pycnidia in the old lesions from the two plots (1, 2) that 
received no dormant spray contained spores; none in the old lesions 
of plots (8 8) that received the dormant treatment. 

Where the dormant treatment w as omitted (plots 1,2), 100 percent 
of the pycnidia in the new' lesions bore spores. In three of the four 
samples (plots 8, 5, 7, 8) that received both the dormant spray and 
the summer applications of bordeaux, only about half of the pycnidia 
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in the new lesions sporulated. In the samples that received the 
dormant treatment without the summer applications of bordeaux 
(plots 4, 6) the percentage of sporulating pycnidia was slightly liiglier. 

Table 7. — The effectiveness of certain spray treatments in suppressing sporillation 
of Phyllosticta solitaria in twig lesions of Duchess apple, New Burnside, 111., 1936 


Plot, 

no. 

Formulas i applied Mar. 4, 1030 

1 

Untreated - -__ 

2 

... do.. .. 

3 

A 

CS 1 H+L 3 M-Cai -H+ Zai 

CSl+UH-Cai U+Zai v ‘i+FOM 

4 

5 

0 

_do_- ..._ 

7 

OSU/H-L'H-Cai 1 +Zai l+F(Ki. 

8 

CSl+Ll+Uai 1 +FO-U __ 


Summer treatment 2 


Type 5 aii<l 
number 
of lesions 
observed 


Lead arsenate only .. 

Bordeaux plus lead arsenate 

.do. 

Lead arsenate only _ 

Boideaux plus lead arsenate. 

Lcad arsenate only.. 

Bordeaux plus lead arsenate 
do... 


/Old 
lNew 
/Old 
I New 
/Old 
I New 
/Old 
I New 
/ Old 
iNew 
fOld 
\ New 
/Old 
l New 
/Old 
INew 


5 

11 

3 

7 

r> 

it) 

.5 

10 

"h 

3 

.5 

S) 

3 

10 


Total 
pyoni- 
dia ob¬ 
served 

Pycnidin 
with spores 

A 'urn- 

Num- 

Per- 

her 

her 

ctnt 

.57 

24 

42 

33 

33 

100 

17 

10 

0.5 

2 t 

24 

100 

in 

0 

0 

r.o 

07 

40 

20 

0 

0 

.54 

38 

70 

30 

14 

47 

IS 

0 

0 

27 

in 

.50 

10 

0 

0 

23 

23 

1(M) 

I 13 

0 

0 

I 41 

20 

40 


1 For explanation of symbols, see footnote 1 , table 2 

2 All plots were sprayed with flotation sulphur, 10-100, just beforo the blossoms opened, at petal fall, and 
* 1 week later. Lead arsenate and hydrated lime, each 3-100, were added at petal fall. The bordeaux plots 

received applications of bordeaux, 4-0-100, plus lead arsenate, 4-100, at 2 and 3 weeks after potal fall The 
other plots were treated at the same dates with lead arsenate and hydrated lime, each 4 KM). 

J See text. 


None of the dormant spray treatments caused any perceptible 
host injury. 

While the available data are very meager, they indicate that 
suitable applications of copper-lime-arsenic mixtures are capable of 
preventing sporulation in a liigh percentage of the pycnidia of tin* 
blotch pathogen, especially those borne in the old lesions. Whether 
these or similar treatments can be sufficiently perfected to become a 
practical measure for blotch control lies beyond the scope of the 
present investigation. 

PEACH SCAB 

On February 16, 1933, formulas 25, 30, and 31 of table 2 and bor¬ 
deaux mixture, 4-2-50, were each applied at Madison by means of 
hand sprayers to twigs of Amygdalae pewica L. bearing lesions caused 
by Cladosporium carpophilum Tlriini. on the growth of the preceding 
year. On March 4 the twigs were collected and placed in a moist 
chamber at 22°-24° C. for 3 days to favor sporulation. They were 
then examined microscopically by a standardized procedure for inci¬ 
dence of conidia of the scab pathogen. The untreated lesions bore 
abundant conidia. The following percentage reductions in the num¬ 
ber of spores borne on the treated lesions, based on the results from 
the untreated, were indicated: Formula 25, 100; formula 31, 99.2; 
formula 30, 93; bordeaux, 4-2-50, 60. Twigs sprayed with the cop¬ 
per-lime-arsenic mixtures showed some injury after growth was re¬ 
sumed, chiefly manifested as a roughening of the bark. The peach 
plant is well known to be very sensitive to copper injury. Lack of 
scab-infected peach trees precluded further experiments at Madison, 
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Figure 7. —Sections of fungal fruiting structures from fixed material, showing effects of eradicant spray 
treatments* A, Disorganized pycnidium of Phyltosticta solttaria 2 months after treatment with formula 2 
of table 6; /*, as A but untreated; C, disorganized ascocarp of Mpcosphatrella rubtna 17 days after treatment 
with a copiier-lime-arsemc mixture; D, os C but untreated; E, disorganized ascocarp of Dibotryon wior* 
bosum 21 days after treatment with formula 12 of table 8; /', as E but untreated. All approximately 
X 2/50, 
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On March 15, 1935, three copper-lime-arsenic mixtures were applied 
to peach trees at Lexington, Ky. 8 , by means of a power sprayer. The 
flower buds had already begun to show pink. Examination of twigs 
collected May 17 showed that the sprayed lesions bore about one- 
third to one-half as many conidia as the unsprayed. It seems prob¬ 
able that the lateness of application and the use of weaker mixtures 
may account in large measure for the difference between the Ken¬ 
tucky results and those obtained at Madison. 

These data, though fragmentary and inconclusive, suggest possi¬ 
bilities of substantial reduction of sporulation of the peach scab fun¬ 
gus in twig lesions by means of suitable dormant spraying, and indicate 
that the copper-lime-arsenic sprays were far more effective than the 
bordeaux. 

SPUR BLIGHT OF RASPBERRY 

At Madison on May 15, 1933, several copper-lime-arsenic mixtures 
were applied by hand sprayers to canes of red raspberry (Rabun stri- 
gosus Miclix.) affected by spur blight, caused by Mgcosnhaerella nibina 
(Pk.) Jacz. Microscopic examination of samples collected May 29 
showed that perithecia on the sprayed canes were dead, whereas 
those on the unspraved were in good condition. When fragments of 
moist bark bearing numerous perithecia were placed over clear agar 
in Petri dishes, there was abundant discharge of ascosporcs from the 
unsprayed material, none from the sprayed. Histological sections of 
sprayed and unsprayed perithecia collected dune 1 are illustrated in 
figure 7, C, I). 

PEAR SCAB 

In a single small-scale experiment at Madison in 1933-34, pear (/b/- 
rus communis L.) branches of an unknown variety bearing scabby 
leaves were treated in the fall with certain copper-lime-arsenic mix¬ 
tures to test the effectiveness of the latter in suppressing production 
of perithecia of Vent arm ] njrina Aderh. Sprayed and unsprayed 
leaves were overwintered and examined for perithecia by the methods 
used in the similar studies on apple scab. The results, which will not 
be given in detail, were closely similar to those obtained in the apple 
scab work. 

At Hood River, ()reg.°, in 1934 35, certain copper-lime-arsenic 
mixtures were applied to branches of three large Anjou pear trees 
bearing twig lesions caused by 1 'entvria pgrina. The same treatments 
were given on two dates, December 5 and March IS, so that one 
series of branches received only the earlier application, another only 
the later, and a thild received both. Unsprayed branches served as 
controls. Because of circumstances beyond the control of the 
experimenters, these trees also received a dormant application of 
lime-sulphur. 

Samples of twigs collected May 12 were sent to Madison, where 
they vrere examined microscopically for the percentage of lesions that 
bore conidia of the scab fungus. The results, which will not be given 
in detail, indicated that the moie efficient treatments had reduced 
the percentage of sporulating lesions by approximately three-fourths 

“Acknowledgment is made to Dr W. D. Vallemi of the Kentucky Agricultural Experiment Station for 
his kind cooperation in this experiment and permission to report, the results. 

«Acknowledgment .is made to L. Childs of the Hood River Branch Exfwrimrnt Station of Oregon and 
J. Kienholz of the Office nf Horticultural Crops and Diseases, Bureau of Riant Industry, V. S Department 
of Agriculture, for their kind eooperatmn in tfijv experiment and permission to report the results 
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to nine-tenths. However, under the conditions of the experiment, 
there was more spray injury than could be tolerated commercially. 

While the host injury caused in this experiment was distinctly 
discouraging, it should be noted that all the formulas used were 
comparatively low in lime. The fact that the conidial inoculum 
appeared to be substantially reduced by the formulas tested in this 
initial trial suggests possibilities of its more adequate suppression by 
better adapted sprays. 

CHERRY LEAF SPOT 

At Madison in 1933, branches of sour cherry {Prunus cerasus L.) 
abundantly affected by leaf spot, caused by Coccomyces hiemalis 
Higgins, were given fall applications of certain copper-lime-arsenic 
mixtures. Sprayed and unsprayed leaves were overwintered and 
examined for apothecia in the spring by the methods used in the 
similar studies on apple scab. The results, which will not be given 
in detail, were closely similar to those obtained in the studies on 
apple and pear scab. 


BLACK KNOT OF CHOKECHERRY 

In three series of experiments at Madison in 1933, certain sprays 
were applied by atomizers to cut twigs of chokecherry (Prunus 
rirgmiana L.) bearing lesions of black knot, caused by Diboiryon 
morbosutn (Schw.) T. A S., to test their effectiveness in suppressing the 
production of ascospores of tliis pathogen. Two to ten twigs bearing 
living knots with abundant ascocarp initials or ascocarps were used 
per treatment. The cut ends of the twigs were kept in water, 
which was changed frequently. A summary of the treatments and 
results appears in table S. 

T\hi.k N. IP salts of ti /trailing cat tieigs of ehokechcrn/ for the sup /ntss ion of Uk 
aseigerous stage of the Hack knot fungus, Madison, U'm., 19dd 


Series and dale oI 
application 


Fntmula i 


W*o.vp<>res present 
al staled dates 


Senes 1, I'Vb 1. 


Senes 2, Feb If* 


Series 3, Miu tb 


1 1 

t ntreated . . 

> os 

2 

CM FL Incut FOb 

. 'W* 

3 

( SI-f-L (ru'tit ) +Cail + FO 1 • 

No - 

t 

CSl-f Ll+Cnil 1 F()«J 

No 

5 

CS1 + L l+Cai'j-f KO*» 

No 

! 

(Vi+IJ.-U’aii.+ FO'v 

No 

f ~ 

Cntrented 

Ye*. 

S 

CS1 -f-L 5 *-FFO>* 

! Yes 

1 V * 

CSM-I. (neui.i + FOU . 

Yes 

'10 

(’SI + L l+(’aiUd- FO'U . . 

. . -| No _ 

It 

(’Si 4 - L 1-f-Cai 1 .-4 M>* . . 

No 

12 

(’Si 4 I, 14-Cai* ,-f FO'j 

No 

113 

CSl-bL » +Cai> -4 FO> * . 

_ . No . 

dt 

(’SI f-L f * fCin 1 1 4 FO K 

- No 

if* 

l ntreated 

Ye* 

Pi 

CS 1 + L 1 H*Cai l »+Fo«.. _ . . 

_ i No 


Feb. 15 

Feb. 25 
| Mar 14 


i For explanation of symbols, see footnote 1 of table 2. 

Milk of lime was added in suecessho small amounts until the supernatant liquid, after agitation, no 
longer gave a positive potassium ferrocyamde test for copper. 

On February 1, when tho first series of sprays was applied, the asci 
of the black knot fungus were in an early stage of development. A 
few spores had been delimited, but none were mature. The twigs, 
after drying overnight in the laboratory, were wet with distilled water 
and held in a moist chamber for 1 week at 7° and for another at 12° C. 
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Abundant ascospores were developed on the unsprayed knots, and 
the ascocarps from this source were in good condition when examined 
on February 15. Abundant ascospores were also matured on the 
cankers sprayed with neutral bordeaux, but none on those sprayed 
with the copper-lime-arsenic mixtures. No asci were found in the 
material that received formula 4. Abundant asci were observed in 
the material that received formulas 3, 5, and 6, respectively; but they 
were abnormal, appeared to be degenerating, and bore no delimited 
spores. Fragments of knots from each treatment were moistened and 
placed in Petri dishes above agar for a test on spore discharge. Abun¬ 
dant ascospores were discharged from the untreated fragments. Dis¬ 
charge from the material that received the bordeaux treatment was 
abundant, but apparently less than from the untreated. No discharge 
occurred from fragments that had been treated with any of the copper- 
lime-arsenic, mixtures. 

The second series of sprays was applied February 16. The twigs, 
after drying overnight in the laboratory, were moistened and held in 
a moist chamber for 9 days at 16° C. The results of microscopic 
examinations and a test of ascospore discharge were similar to those 
of the first series. Abundant ascospores were developed on the un¬ 
treated knots. Bordeaux failed to prevent abundant ascosporo devel¬ 
opment and discharge. No mature ascospores were obtained from 
any of the knots that received the copper-lime-arsenic treatments. 
Figure 7, E, F, illustrates the condition of a typical perithecium that 
received treatment 12, in contrast with that of a normal ascoearp 
from an untreated lesion. 

On March 9, when the third series was started, many of the asco¬ 
carps contained mature asci, and discharged ascospores freely when 
moistened. After the spray was applied the knots were allowed to 
dry out of doors. They were then wet with distilled water and 
placed in a moist chamber for 4 days at 16° C\ On March 13 the 
unspraved perithecia were normal in appearance, contained mature 
asci in abundance, and discharged ascospores freely. The asci in the 
treated ascocarps had degenerated, and no ascospores were dis¬ 
charged when fragments of the treated knots were moistened and 
placed over agar in Petri dishes. 

THREAD BLIGHT OF FIG *» 

At Union, La., fig (Ficus carica L.) branches bearing abundant 
sclerotia of the thread blight fungus, Corticium koleroga (Cke.) v. 
Holm, were sprayed January 25, 26 and again February 27, 28, 1935, 
with each bordeaux mixture (8-8-50 in the first application, 4-4- 50 
in the second) and certain copper-lime-arsenic formulas, respectively. 
The bordeaux treatments considerably reduced the amount of infection 
that developed in the following season, but did not satisfactorily con¬ 
trol the disease. The two treatments with one of the copper-lime- 
arsenic preparations (formula 209 of table 2) gave efficient control. 
The disease developed abundantly on the unsprayed branches that 
served as checks. No spray injury was observed. 

in 1936 the experiment was repeated with modifications. Two 
trees, about 12 years old and bearing abundant sclerotia, mycelia, and 

J,J Acknowledgment is made to I>r. E <J. Tims and P. J Mills, of the Louisiana Agricultural Experiment 
Station, for permission to make the following statement regarding their work on this disease. 
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basidiospores of the thread blight fungus, were sprayed January 9 and 
again February 26 with two copper-lime-arsenic formulas. Formula 
108 of table 2 was used in both applications on tree no. 1, and formula 
142 (with fish oil, one-half of 1 percent) of the same table was similarly 
applied to three-fourths of tree no. 2. The remainder of tree no. 2 
served as a check. The disease was completely controlled on tree 
no. 1. A trace of infection (on two twigs) occurred on the sprayed 
portion of tree no. 2. The disease developed abundantly on the 
unsprayed part of tree no. 2. No spray injury was observed. 

SEED TREATMENT EXPERIMENTS 

The high eradicant fungicidal efficiency of copper-lime-arsenic mix¬ 
tures and the ease with which their toxic properties can be varied 
through a wide range of control by modifications of formula suggested 
tests of their potentialities for use in seed treatments. The fact that 
these mixtures are capable of exercising toxic effects in an alkaline, 
neutral, or acid medium by means of soluble materials that diffuse 
from the spray or dust residues (26) suggested that they might find 
adaptation against seed- and soil-borne pathogens. About 200 dusts 
of good physical properties were prepared, usually by filtering the 
liquid preparations, drying the residues, and grinding in a mortar. 
The experimental work was centered about wheat (Triticum aestivum 
L.) bunt, caused by Tilletia tritici (Bjerk.) Wint. and T. levis Kuhn. 
In greenhouse experiments that have not yet been reported, certain of 
these copper-limc-arsenie dusts were somewhat more efficient than com¬ 
mercial copper carbonate or ethyl mercury phosphate dusts in control¬ 
ling this disease in infested soil. In these tests, however, the copper- 
lime-arsenic dusts used were not capable of satisfactorily controlling 
bunt in cases of severe outbreaks resulting from a soil-borne inoculum. 
Dusts of the type under discussion clearly have substantial value for 
seed-treatment purposes. It remains for further investigation to 
determine whether they can advantageously be adapted to practical 
use. 

DISCUSSION 

The results of these studies as they relate to apple scab control have 
been discussed in an earlier section. It remains to consider them in 
relation to potentialities of increased use of eradicant chemical 
measures in the control of other diseases. This discussion will be 
introduced by the following brief survey of pertinent literature. 

The first fungicides to find an important adaptation to plant disease 
control were of the eiadicant type, and compounds of copper and 
arsenic, respectively, were among the first materials to be used suc¬ 
cessfully for this purpose. In his classic memoir on bunt of wheat, 
Prevost (27) reported experimental demonstration of the lethal action 
of copper sulphate and various other chemical agents on the spores of 
the bunt pathogen, and described a well-founded method for large- 
scale use of a copper sulphate solution for seed treatment. He re¬ 
viewed previous work on seed treatments for bunt, control, giving 
special attention to arsenous oxide, which had been used in England, 
and reporting it to be much inferior to copper sulphate in fungicidal 
action and other important qualities. 

Washing dormant grapevines with a solution of iron sulphate and 
sulphuric acid to combat anthracnose was one of the earliest successful 
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adaptations of liquid fungicides to the treatment of plants for disease 
control (29). Tt was an eradicant procedure, and, if it had received 
more consideration, might have pointed the way to further substantial 
developments in this direction. However, the discovery of bordeaux 
mixture and the great development of dominantly protectant spraying 
that followed appear to have overshadowed this promising beginning 
in the evolution of methods for suppression of the primary inoculum 
of phytopathogenic fungi by eradicant chemical treatments. 

The dominance of protectant spraying in the control of orchard 
diseases since the discovery of bordeaux mixture, the great achieve¬ 
ments and present importance of protectant spraying, and the current 
status of eradicant measures in orchard disease control have been 
discussed by one of the writers (IB). 

In the rapid expansion of spraying methods that followed the 
introduction of bordeaux mixture, various treatments of dormant 
plants w-ere tried more or less empirically against many diseases in the 
hope of suppressing the pathogens. In most cases, however, the 
results did not justify the treatments. While eradicant spraying has 
come into very successful use against certain diseases (e. g., peach 
leaf curl, caused by Taphrina deformans (Berk.) Tub), it has continued 
to receive comparatively little attention. 

Although arsenic is not usually regarded as an active fungicidal 
element, it has long been known that various arsenical compounds are 
toxic to fungi (22). The early work with arsenous oxide in seed 
treatments against bunt of wheat (27) has been mentioned. Knowles 
(21) reports an early attempt to combat dry rot of ships by the use 
of arsenical materials. Reference may be made to Horton and Salmon 
(11) and MeCallan and Wilcoxon (22) for surveys of more recent 
literature on the fungicidal action of arsenical compounds. Of 
special interest in relation to the present paper are the work of Ourtin 
(2) and Curtin and Thordarson (3) on the use of arsenites in wood 
preservation, that of Via la (30) and others on control of “esea M or 
apoplexy of the vine by a dormant application of an arsenical spray 
(chiefly sodium arsenite), and various experiments on the use of 
arsenical compounds in seed treatments (22) and in spraying plants in 
foliage (i5 , 7, 8, 9, 11, 28) to combat certain diseases. MeCallan and 
Wilcoxon (22) report that in their experiments on spore germination 
arsenic was toxic as arsenous acid, sodium arsenate (Xa L »IIAs() 4 .7H 2 ()), 
and elementary powdered arsenic. They state that, in conformity 
with the results of Wollenweher (34), their data indicate “a great 
variation in sensitivity to arsenic among fungi”, and suggest that, 
while arsenic may find increased use for fungicidal purposes, its 
adaptation will probably be confined to certain specific cases, such 
as they have noted. Working with a different technique, Curtin 
and Thordarson (3) found that zinc meta-arsenite w'as highly and 
rather uniformly toxic to the 14 species of fungi that they studied, 
and Palmiter and Keitt (26) report that calcium arsenites were 
highly toxic to all of the 8 species of phytopathogenic fungi included 
in their studies. 

It seems unnecessary for the purposes of the present paper to 
discuss the rather extensive literature (32) dealing w r ith the injurious 
or benelieial effects of arsenical compounds on seed plants, the ac¬ 
cumulation of arsenic in the soil, its inactivation in the soil by chemical 
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reactions, its liberation from tlie soil in a gaseous state as a result of 
the activities of micro-organisms, and related subjects. 

Additions of various arsenical compounds to bordeaux mixture for 
spraying plants in foliage have long been made for the purpose of insect 
control. Formerly, arsenites or materials containing them, such as 
paris green and london purple, were commonly used; but, in later 
years, these have largely been replaced by arsenates. It has long been 
recognized that the addition of these arsenical compounds may 
increase the fungicidal value of sprays. However, at the concentra¬ 
tions used in practice, such preparations have comparatively little 
eradicant fungicidal value, and are unsuited to the purposes of the 
})resent investigation. 

The results that have been presented in the present paper and those 
of a correlated study on the toxicity of copper-lime-arsenic mixtures 
to certain phytophathogenic fungi, using toximetrie cultural methods 
('£(>), show that suitable copper-lime-arsenic mixtures have powerful 
eradicant fungicidal properties, and that the toxicity of preparations 
of this type can be varied through a wide range by choice of the 
arsenical component, modifications in the amounts and proportions of 
the ingredients, and the use of amendments. Under the conditions 
employed in the toximetrie experiments {2d) the calcium arsenites 
studied showed a higher toxicity to the test fungi than copper sulphate, 
and the copper-lime-arsenite mixtures commonly showed a toxicity 
equal to or greater than the summation of the toxicities of their 
separate ingredients. Furthermore, it was shown that copper-lime- 
arsenic preparations liberate soluble materials that are capable of 
diffusing through an acid, neutral, or alkaline medium and exercising 
fungicidal action at considerable distances from the undissolved 
residues Under like conditions, the copper-lime component (bor¬ 
deaux mixture), when used alone, exercised little or no toxic action by 
means of diffused materials when the medium was alkaline or neutral, 
and very little in the acid range tested. These facts aid in explaining 
the great superiority of suitable copper-lime-arsenic preparations over 
bordeaux mixture in eradicant fungicidal power. 

The studies reported herein show further that suitable copper-lime- 
arsenic mixtures were usually highly effective in either preventing 
sporulntion of the various pathogens against which they were tested or 
else in killing or inactivating the spores before they were disseminated. 

The dictum that a phytopathogenic fungus cannot be effectively 
combatted by spraying after it has become well established in the host 
tissues is rather widely accepted. Attention is invited to the fact that 
most pathogenic fungi that grow on or in plant tissues sporulate at or 
near the surface, or else their spores pass to the surface before they 
can be disseminated. The production and liberation of the primary 
inoculum is therefore to be regarded as a potentially vulnerable stage 
in the life history of many phytopathogenic fungi, and one against 
which surface treatments with suitable eradicant fungicides would seem 
to have much greater possibilities than have hitherto been generally 
recognized. 

The studies thus far undertaken have been exploratory and com¬ 
paratively limited. Much additional work remains to be done if 
eradicant chemical measures of the type under consideration are to 
find substantially increased practical adaptation in programs of 
soundly founded complementary procedures for tlie control of plant 
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diseases now combatted chiefly by protectant fungicides. The work 
reported herein was centered about copper-lime-arsenic, preparations 
only because these seemed to be much the most promising materials 
tried. Further studies directed toward the development of better 
adapted materials seem desirable. Only a small beginning has been 
made on experimental studies of the effects of eradicant treatments, 
and the consequent limitation of primary inoculum, on epidemiology 
and control of the diseases concerned. Additional work in this un¬ 
developed field and in the underlying fundamentals of epidemiology is 
highly essential to the evolution of soundly based control programs. 
Attempts at practical applications of the methods under investigation 
await further advances in studies of the eradicant methods and their 
effects. 

The present methods of protectant spraying are the result of a 
prodigious amount of investigation and experience in many lands 
throughout a 50-year period. The problems of chemical eradication 
seem to be no less difficult than those of chemical protection. If the 
use of eradicant measures to complement protectant spraying is to be 
substantially advanced it will be only as the result of adequate experi¬ 
mentation. It is hoped that the evidence now available on the po¬ 
tentialities of eradicant chemical treatments for plant disease control 
may justify other workers in undertaking studies in this comparatively 
neglected field. 

SUMMARY 

Accomplislunents and limitations of plant disease control by prot¬ 
ectant spraying are discussed, and attention is called to the need for 
increased development of control programs of complementary pro¬ 
cedures based on the principles of immunization and eradication as 
well as protection. A report is given of studies of potentialities for 
increased use of eradicant chemical measures for direct attack upon 
the pathogen, with the aim of reducing it to a survival level at wliich 
it can be more surely and economically controlled. 

The studies on apple (Malm sylrestris Mill.) scab, caused by Ven¬ 
turis inaequalis (Cke.) Wint., were projected along three major lines: 
(1) Materials and methods for chemical eradication, (2) effects of 
eradicant procedures on epidemiology and control, and (3) large-scale 
orchard tests of the feasibility of adapting eradicant chemical measures 
to the practical control of the disease. 

Tn small-scale experiments many materials were tested in a single 
spray treatment after harvest and before many leaves had fallen, with 
the aim of suppressing the ascosporic inoculum. Various mixtures of 
aqueous solution of copper sulphate, milk of lime, and certain arsenical 
compounds (chiefly calcium and zinc arsenites) were highly effective, 
often completely preventing production of ascospores in individual 
tests. The results from over 200 formulas are reported and discussed. 
Many of these mixtures caused severe host injury. Others showed 
high fungicidal effectiveness without having thus far caused serious 
injury to the host. Further studies are necessary to determine which 
formulas are best and whether they are safe enough for use in orchard 
practice. 

In two seasons the epidemiology of apple scab was studied compara¬ 
tively in two small orchards about 100 yards apart, one sprayed with 
copper-lime-arsenic mixtures in the fall and the other unsprayed. 
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Neither received summer sprays. Under the conditions encountered, 
scab development in the orchard that received the fall spray was 
strikingly retarded and reduced. Certain confirmatory orchard 
observations are reported. 

A spring treatment of the fallen leaves with an ammonium sulphate 
solution killed the ascocarps of Venturis inaequalis. Other similar 
experiments are in progress. 

The studies on apple scab, which are being continued, have not 
reached a stage to warrant large-scale trials on the feasibility of 
adapting the eradicant chemical methods here discussed to practical 
use in controlling this disease. 

Small-scale exploratory tests of the potentialities of copper-lime- 
arsenic mixtures for suppressing primary inocula were made in 
relation to eight other phytopathogenic fungi. Fall spraying of pear 
( Pyrus communis) and cherry ( Prunus cerasus) leaves infected, 
respectively, by Venturia pyrina and Coccomyces hiemalis , and dormant 
spraying of chokecherry (Prunus virginiana) and raspberry (Rubus 
strigosus) infected, respectively, by Dibotryon rnorbosum and Mycos - 
phaerella rubina were highly effective in suppressing production of 
ascospores. Dormant spraying was highly effective in suppressing 
production of conidia of Sclerotiniajnvcticola on overwintered persistent 
mummified fruits of plum (Prunus domestica ), and partly effective in 
suppressing production of pycnospores of PhyUosticta solitaria on 
apple and conidia of dados pori am carpophilum and Vent aria pyrina on 
peacli (Amy(plains persica) and pear, respectively, it was highly 
effective against sclerotia, mycelia, and basidiospores of Corticium 
koleroga , appearing to give satisfactory control of the thread blight 
of fig (Ficus varied). In greenhouse trials in infested soil, copper- 
lime-arsenic dusts gave somewhat better control of wheat (Triticum 
aestirurn Host) bunt, caused by Tilletia tritici and T. leris , than did 
commercial copper carbonate or ethyl mercury phosphate dusts. 

The studies reported herein show: (1) That the toxicity of copper- 
lime-ursenic mixtures can be varied through a wide range of control 
by choice of the arsenical component, modifications in the amounts and 
proportions of the ingredients, and the use of amendments; (2) that 
these preparations liberate soluble materials that are capable of 
diffusing through an acid, neutral, or alkaline medium and exercising 
fungicidal action at considerable distances from the undissoived 
residues; (3) that suitable mixtures are highly effective against fungal 
fruiting structures at the surface, or near a permeable surface, of 
invaded tissues; and (4) that many phytopathogenic fungi are poten¬ 
tially vulnerable to attack by surface applications of eradicant fungi¬ 
cides. 
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THE TOXICITY OF COPPER-LIME-ARSENIC MIXTURES 
TO CERTAIN PHYTOPATHOGENIC FUNGI GROWN ON 
MALT AGAR PLATES 1 

By D. H. Palmitek, formerly research associate in plant pathology , and G. W. 

Keitt, professor of plant pathology , Wisconsin Agricultural Experiment Station 

INTRODUCTION 

The work reported herein is part of a series of studies of potential¬ 
ities for increased application of the principle of eradication to the 
control of certain types of plant disease through the use of fungicides. 
Keitt and associates (2, 3, 5, Of have shown by means of spraying 
experiments that various copper-lime-arsenic mixtures possess strong 
eradicant fungicidal properties. The present paper reports the results 
of a comparative study of the toxicity of some of these mixtures and 
of their separate ingredients to certain representative phytopathogenic 
fungi grown in vitro (4). While it is recognized that such work cannot 
take the place of field experiments, the greater speed of operations 
and more accurate control of environmental conditions in the labora¬ 
tory facilitate certain types of experimentation that materially assist 
in guiding the field work and interpreting its results. 

TOXI METRIC STUDIES 
METHODS 

The technique employed in this study is based on the widely used 
method of Schmitz et al. (3) for toximetric studies of wood pre 
servatives. 

The toxic materials were dissolved or suspended in water in 250- 
cubic centimeter llasks at twice the concentration desired in the toxic 
medium, and steamed at atmospheric pressure for 1 hour. When two 
or more chemicals entered into the toxic material, they were steamed 
separately in appropriate volumes of water. The nutrient medium 
(agar, 34 grams; Trommer’s extract of malt, 50 grams; water, 1,000 
cubic centimeters) was freshly prepared at twice the concentration 
used in the tests, and suitable quantities were autoclaved at 15 pounds’ 
pressure for 30 minutes. After partial cooling, equal volumes of the 
medium and the solution or suspension of toxic material were mixed. 
When two or more chemicals entered into the toxic material they were 
introduced into the mixing flask in the following order: Copper or 
zinc sulphate, lime, the arsenical compound. The nutrient medium 
was added last, except in a few early experiments in which it was used 
to dilute the lime component. The results from these two procedures 
for adding the nutrient medium were so closely similar that they do 
not require separate treatment. The mixtures were shaken as each 
material was added. After thorough agitation to insure uniform sus¬ 
pension of solid materials, each mixture of agar and test material was 

1 Received for publication Apr. 26, 1937; issued October 1937. This work was supported in part by a 
grant from the Wisconsin Alumni Research Foundation. 

* Reference is made by number (italic) to Literature Cited, p. 451. 


Journal of Agricultural Research, 

Washington, D. C. 

( 439 ) 


Vol. 55, no. 6 
Sept. 15,1937 
Key no. Wis.-88 



440 


Journal of Agricultural Research 


Vol 55, no. ft 


poured in amounts of approximately 25 cubic centimeters into Petri 
plates, where after further agitation it was allowed to solidify. The 
tempeiature was regulated so that the toxic medium solidified very 
quickly after the plates were poured. 

The mycelium of the test fungi for planting the plates was cut in 
disks 5 millimeters in diameter from malt-agar plate cultures of suit¬ 
able age (5 to 10 days) to have developed a vigorous growth. Two 
plantings were made on each plate of toxic medium on a median line, 
each disk being about equally distant from the center and the edge 
of the plate. Control plates containing the suitably diluted medium, 
but no toxic material, were similarly planted in each test. 

The plates were incubated in darkness at 20° C. for 2 wrecks when 
the faster growing fungi, Sclerotlnia fructicola (Wint.) Rehm. (Uom- 
ereUa cingulata (Stoneman) Sp. and con S., Phyllosticta solitaria R. 
and E., and Phymlospora obtvm (Schw.) Ckc., were used, arid for 3 
weeks when Yenturia ina equally (Cke.) Wint., l r . pyrltm Aderh., EUi- 
noc reneta (Burk.) Jenk., and Cladoxporium carpophilum Thum. were 
the test organisms. If no growth appeared during this time the disks 
were transferred to malt agar slants, and if then no growth appeared 
after a period equal to that on the toxic medium the mycelium in 
the disks was considered dead. 

Except as otherwise stated, the results are summarized (tables 1, 
2, 3, 4) in terms of (1) the highest percentage concentration by weight 
pf the toxic substance that in any case allowed growth of the test 
fungus on the plate, and (2) the lowest concentration that always 
killed the mycelium. At least tw'O tests were made with each organ¬ 
ism on each medium. Each test usually consisted of duplicate plates, 
with a total of four colonies, though as many as 5 plates and 10 col¬ 
onies have been used. In general, the results of the replications 
agreed closely, though, as might be expected, those from some of the 
less toxic materials (e. g., diacalcium arsenate) showed more varia¬ 
tion. Usually the concentration of the toxic materials was increased 
until the killing point was determined. However, some of the test 
materials did not kill at concentrations of 2 or 3 percent ; and, since 
it is ordinarily impracticable to use such high dosages for spraying, 
the actual killing point of these preparations was not determined. 

MATERIAL 

SoCRCE AND PtTJUT \ Ol< THE CHEMICAL MaTKHIALS T\sKD 

The arsenical eomjxmnds used in this study, which were finely 
ground products obtained from several commercial companies, were 
analyzed 3 according to the methods of the Association of Official 
Agricultural Chemists (/). Results appear in the following para¬ 
graphs. The percent of moisture is based on the original air-dry 
samples. The water-soluble and total arsenic are expressed as per¬ 
cent As 2 Os for the arsenites and As 2 0 5 for the arsenates, based on the 
oven-dry (110° O.) samples. There was not sufficient difference in 
the results from different lots of the same compound to warrant dis¬ 
tinctive designation of each lot in relation to the analyses. 

Calcium amende#. —While the calcium arsenites are designated as 
mono-, di-, and tri-, it is recognized that each probably contained 

* Grateful acknowledgments are made to Prof. V. W. Mcloche for supervising und to C. N. Clayton 
for making these determinations. 
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some admixture of the others. Each of the three samples of mono¬ 
calcium arsenite used contained less than l percent of moisture. The 
water-soluble arsenic ranged from 23 to 28 percent, and the total 
arsenic from 70 to 74 percent. The two samples of dicalcium arsenite 
showed 2.7 and 4.5 percent of moisture, 8 and 15 percent of water- 
soluble arsenic, and 59 and 01 percent of total arsenic, respectively. 
The two samples of tricalcium arsenite showed 1.0 and 1.6 percent 
of moisture, 1.7 and 9.0 percent of water-soluble arsenic, and 55 
and 54 percent of total arsenic, respectively. 

Zinc arsenite .—All the zinc arsenite w r as obtained from the same 
source. It contained 0.4 percent of moisture, 0.6 percent of water- 
soluble arsenic, and 42 percent of total arsenic?. 

Copper arsenite. —The copper arsenite (c. p.), which was reported 
by the manufacturer to be in the cupric form, contained 2.2 percent 
of moisture, 2.0 percent of water-soluble arsenic, and 41 percent of 
total arsenic. 

Paris green. - The pans green, w hich came from one source, con¬ 
tained 0.3 percent of moisture, 0.2 percent of water-soluble arsenic, 
and 57 percent of total arsenic. 

Iron arsenite. The iron arsenite (c. p.), which was reported by the 
manufacturer to be in the ferrous form, contained 5.6 percent of 
moisture, 3.0 percent of water-soluble arsenic, and 42 percent of total 
arsenic. 

Calcium arsenates. -The dicalcium arsenate used contained 0.6 
percent of moisture, 10 percent of water-soluble arsenic, and 54 per¬ 
cent of total arsenic as AsX) v The tricalcium arsenate used was not 
available when the arsenic determinations were made. 

Other chemical materials. Crystalline cupric sulphate (0uS0 4 . 
511,0) of technical grade, <*. p. crystalline zinc sulphate (ZnS() 4 .0H 2 O), 
and lump calcium oxide of V. S. V. grade were used. 


Source of Test Fungi 

The test fungi were obtained as follows: 1 'enturia inaequalis , six 
monoconidial isolates (15, 17, 18, 22, 24, and 30) used and described 
by Palmiter (7); V. pyrina , a monoconidial isolate from a pear leaf 
at Madison, Wis.; Cfadosporium carpophilum , a monoconidial isolate 
from peach twigs at Madison; Phyllosticta solitaria , isolated from 
apples from Indiana; Klsinoc reneta , from raspberry canes at Madison; 
(ilomereUa cingulata , a culture from H. W. Anderson, Urbana, 111.; 
Physalospora obtusa , a monoconidial isolate from H. II. Foster, 
Madison; and Sclerotinia fructicola , a monoconidial isolate from 
cherry fruit at Sturgeon Bay, Wis. 

EXPERIMENTAL RESULTS 

toxicity of the separate ingredients of certain copper-lime-arsenic 

MIXTURES 

Data on the toxicity of six arsenites, copper sulphate, and calcium 
oxide, respectively, to each of eight test fungi are shown in table 1. 
The toxicity of the arsenites varied through a wide range. The mono¬ 
calcium preparation was the most toxic. The tricalcium arsenite 
w as slightly less toxic. Paris green was less toxic than the calcium 
arsenites, fcut more toxic than copper arsenite. The zinc and iron 
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preparations were the least toxic of the arsenites tested, neither of 
them killing any of the test fungi except Physalospora obtusa at 2 
percent, the highest concentration used. 

The concentration of copper sulphate required to kill ranged from 
3 to more than 10 times the lethal concentration of monocalcium 
arsenite, depending on the test fungus used. 

The toxicity of calcium oxide varied much with the test fungi, 
one being killed at a concentration of 0.4 percent while three were 
able to withstand 2 percent. 

No two test fungi reacted alike. Physalospora obtusa was the most 
sensitive, being killed by all the test materials used at concentrations 
less than 2 percent. Olomerella cingulata was the most resistant to 
copper sulphate, while Sclerotmia fructicola was the most resistant to 
the arsenites. Figure 1 shows the growth made by Physalospora 
obtusa on malt agar plates containing graduated concentrations of 
each of four different arsenites and of copper sulphate. 

Table 1 . — Toxicity of the separate ingredients of certain eopper-limc-arsenic 
mixtures to eight phyto pathogenic fungi 


Critical concentrations 1 for- - 


Toxic agent 


Criteria 


Monoealcium arsemte_ _! 

Tricalcium arsenite. 

Zinc arsenite.. 

Iron arsenite— - - .. 

Copper arsenite .. 

Pans green.. 

Copper sulphate. 

Calcium oxide.. 


f Growth. 

I Death . 
fOrowth. 

I Death.... 
f Grow 1 h. 

1 Death . 
/Growth. 

I Death. .. 
/Growth. 
(Death .. 
/Growth.. 

1 Death_ 

/Growth.. 
/Death—. 
/Growth.. 
\Death. .. 


Ventu- 


Clado - 

PhyUo - 


Glomer- 

1 

i Physa- 

Sctero- 

ria in- 


nponum 

sticta 

Khnnoe 

el la 

lospora 

tin ta 

aequa- 


earpo - 

nolita - 

ve net a 

cin- 

ob- 

fruc- 

Its 17 


philum 

ria 


g u lata 

tuna 

ticola 

Percent 

Percent 

Percent 

Percent 

Percent 

Percent 

Percent 

Percent 

0. 08 

0 (Hi 

0 04 

0.02 

0. 08 

0 06 

0 02 

0.06 

.10 

.10 

.06 

.06 

. 10 

. 10 

04 

. 12 

.OK 

.08 

. 04 

02 

06 

.06 

.01 

.(Hi 

12 

. 12 

.06 

.08 

08 

. 10 

06 

. 14 

>2 00 

>2.00 

>2 00 

>2.00 

>•2 00 

>2 00 

1 (H) 

>2 IK) 







1.50 

„ 

>2 00 

>2 00 

>2 00 

; 2 .oo 

>2. 00 

s 2 00 

.40 

yi 00 




1 


. 1 

.50 


>2 00 

>2.00 

50 

.20 ! 

f' 2 00 

"i oo 

. 10 

' 2 00 



1 1 00 

'>2 00 | 


>2 (HI 

.50 


.50 

>2 00 

. 10 

I . 05 

50 

.50 

. 05 

20 

.00 


.60 

! .20 

2 00 

.60 1 

! .10 

1.00 

. 10 

.20 

.10 

. 15 

. 20 

.30 

. 10 

.80 

.30 

45 

.60 

20 

70 

2.00 

.60 

1.00 

.40 

.40 

50 

.30 

30 

1 (HI 

.40 

.00 

.HO 

.50 

>2 00 

1 00 

.40 

>2 00 

.50 

>2.00 


i The figure shown for growth is the highest concentration tested at w Inch growth occurred in any experi¬ 
ment; for death, the lowest that always killed. > indicates that the critical concentration was greater than 
the figure shown. 

Data on the relative toxicities of each of four arsenites, two ar¬ 
senates, copper sulphate, and calcium oxide to each of six monoconidia 
isolates of Ventima inaeoualis are shown in table 2. The three cal¬ 
cium arsenites gave similar results and were consistently more toxic 
than copper sulphate. The tricalcium arsenate was the least toxic 
compound tested in this experiment, all of the isolates being able to 
grow at the highest concentrations used. The dicalcium arsenate 
was only slightly more toxic. The toxicity of paris green was inter¬ 
mediate between that of the calcium arsenites and the arsenates. 

As pointed out by Palmiter (7), different isolates of Venturia inae - 
qualis may show considerable variation in tolerance to toxic materials 
in the medium on which they are grown. Isolates 22 and 30 were more 
resistant to killing by the calcium arsenites than were the others. 
Isolates 22 and 17 were the more resistant ones to copper sulphate. 
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Houri 1.— Growth of Phytmlwpora obtum on malt ivfrar plates containing from left to right 0.01, 0 025, and 
0.05 percent, respectively, of: A, Monocalcium arsenite; /f,zincarsenite; C, iron arsenite, IK conifer arson ite* 
K copper sulphate. 



Vol. 55 , no. 6 


444 Journal oj Agricultural Research 


TOXICITY OF CERTAIN COPPER-LIME-ARSENIC MIXTURES 


Data on the toxicity of certain copper-lime-arsenic mixtures and of 
their copper-lime component, used alone, are shown in table 3. The 
copper-lime-monocalcium arsenite preparation was the most toxic 
of the mixtures studied, Sclerotim frvdicola being the only test* 
fungus that was not killed by 10 percent of the reference concentration. 
The similar tricalcium arsenite preparation was distinctly less toxic. 
The paris green mixture was more toxic than the tricalcium arsenite 
preparation against certain test fungi and less toxic against others. 
In all cases it was more toxic than the zinc, iron, or copper arsenite 
mixtures. The copper-lime component, used alone, was relatively 
low in toxicity, most of the test fungi surviving at the highest con¬ 
centration tried. 


Table 2. — Toxicity of the separate ingredients of certain copper-lime-arsenic 
mixtures to 0 isolates of Venturia inaequalis 


Tomc agent 


Monocalcium arsenite 
Dicalcium arsenite 
Tricalcium arsenite.. 
Paris green __ 

Dicalcium arsenate 
Tricalcium arsenate - 
Copper sulphate. 
Calcium oxide . .. 


Critical concentrations > for isolate 


Cntena 


i f Growth 
1 1 Death 
If drouth 
j (Death.. 

1 1 Growth 
\\ Death... 
fGrowth 
JtDeath . 
Growth 
Death . 
Growth 
1 )eat h 
Growth 
Death 
'fGrowth. 
! l Death . 


15 | 17 ] 

I I 


l*t renit 

Pi r cent 1 

0 os 

0 OS 

12 

12 1 

OS 

OS | 

12 

12 ! 

os 

.(IS 1 

10 

12 ; 

30 

50 j 

50 

00 

1 00 

Ml 

3 00 

.3 00 , 

' 3 00 

*3 00 | 

OS 

io ; 

D 

30 

50 

40 . 


so 


IS 

22 

Percent 

1 Percent 

0 OS | 

| 0 12 

12 ] 

! IS 

OH 

1 10 

10 

12 

10 

10 

12 

10 

30 j 

j 50 

.so : 

1 50 

1 00 | 

1 HO 

2 00 1 

1 .3 00 

*2 00 

' -3 00 

12 , 

1 , ~ 

IK i 

1 to 

~ 50 ! 

! 50 


„ , 

30 

Pa cent 1 Permit 

0 OS 

0 10 

12 

It 

OH 1 

ns 

12 ; 

14 

OS 

os 

12 i 

12 

30 ! 

30 

‘ ?o ; 

' 30 

1 00 1 

.50 

%2 (hi ; 

,•2 00 

- 2 00 . 


10 , 

It 

10 i 

IS 

' 50 1 

10 

1 

.5(1 


I 


i See footnote I, table 1 


Table 3. — Toxicity of certain cop per-lt me-arsentc 


mixtures to S phy to pathogenic 


Formulas at reference 
concentrations 1 in 
grams per 100 cubic 
centimeters 


A’. 

A+monoealeium arsen- 

lte, 0 5. 

A+tricalcium arsenite, 
0 5. 

A-fzlnc arsenite. 1 0_ 

A +iron arsenite, 0 5. 

A 4-copper arsenite. 0 5. 
A I-paris green. . .. 


Critical concentrations 1 - of reference formulas for 


Criteria 

\'tn- 

tnria 

in- 

acqua- 
fis 17 

1> »- 
tuna 
pvrina 

( 'laih- 
s pon urn 
car - 
pa phi- 
hi m 

Phyllo- 

8ticta 

soli- 

taria 

Olom- 
h'ltnnoc j erella 
n neta j cin- 
| gvlata 

Physa- 

lotpora 

obtusa 

Sclero- 
tima 
frnc- 
t tenia 


Percent j Pi rant 

Pcrctnt\ Percent 

Percent 

Perce nt 

Percent 

Percent 

/Grow th 

10 

20 

10 

10 

10 

MOO 

20 

20 

1 Death 

WO 

>HX) 

'>100 

KKI 

>100 

*100 

“.>100 

> 100 

/Growth 

5 

5 

2 

5 

5 

5 

2 

fj 

'Death _ 

10 

10 

10 

10 

10 

10 

5 

20 

/ (trowth 

5 

10 

5 

5 

( fj 

.5 

1 2 

10 

'Death . 

>10 


40 

10 

10 

1(H) 

j .5 ! 

i ' *100 

/Growth 

20 

20 

10 

10 

10 

HI 

10 

10 

' Death . 

UH) 

>100 

"MOO 

GO 

> 100 

> 1(K) 

40 I 

.•100 

/Growth 

(40 

00 

5 

5 

20 

10 

.5 

20 

'Death 

G(HI 

> 100 

KKI 

100 

KKI 

..> KKI 

20 

“"* KKI 

fGrowth 

00 

(j 

.5 

5 

,5 

10 i 

• f > 

10 

'Death 

100 ; 

-100 

100 ! 

Oft 

00 

- 100 1 

20 i 

">100 

fGrowth 

10 | 

10 

*) 1 

5 

5 

5 

5 j 

r, 

1 Death . 

0(1 

00 

00 

10 

20 j 

40 

10 

“ > 1(H) 


* The formulas are listed at reference concentrations, such as were user I in spraying exj>eriments, and the 
critical concentrations shown are expressed m percentages of these reference formulas. 
s See footnote 1, table 1. 

3 A»the copper-lime component CuHO^fiHsO, 0 75 grains, plus calcium oxide, 0 5 grams, per 100 cubic 
centimeters. 
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In tests with Venturia inaequalis (table 4), the copper-lime-mono¬ 
calcium arsonite mixture was more toxic than the similar dicalcium 
and tricalcium arsenite preparations, and equally toxic to all six iso¬ 
lates used. The similar dicalcium and tricalcium arsenate mixtures 
showed little increase in toxicity over the preparation containing only 
the copper sulphate and lime. When zinc sulphate was substituted 
for the copper sulphate, a slight decrease in toxicity resulted. 

Whereas the several isolates of Venturia inaequalis differed con¬ 
siderably from one another in their reactions to the separate ingredients 
of the copper-lime-arsenic mixtures (table 2), they were rather uniform 
in their response to the mixtures (table 4). 

The failure of certain fungi to grow on media containing compara¬ 
tively high concentrations of lime suggested a study of the tolerance 
of high alkalinity by the test organisms. Experiments were therefore 
performed to determine the optimal pll value for growth of the test 
fungi and the upper pH limits at which they could be expected to make 
satisfactory growth for these tests. Varying amounts of sodium hy¬ 
droxide were added to the malt extract agar to give the desired range 
of pH. On the basis of diameter of colony, Glomerella cingulata and 
Ehinoe veneta made their best growth when the initial pH value of the 
medium was <8.0 to 8.7, while the other six fungi grew best when the 
medium was adjusted in the range of pH 5.3 to 6.7. All eight fungi 
were able to make satisfactory growth for these tests when the medium 
had an initial pH value of 8.5. 

When the ingredients of the mixtures were used separately in the 
medium all the toxic media except those made with calcium oxide 
gave pH readings below 8.5. The medium containing 0.5 percent of 
the calcium oxide, used alone, was too alkaline for satisfactory grow th 
of the test fungi. 

'Faulk 4 Taxtntq of certain copper- or nc-hme-arscute mixtures to 6 isolates 

of Venturia inaequalis 


I'on uu las at reference concent rat ions *, 
hi grains per 100 ruble centimeters * riferia 


Critical concent rat ions 1 * of reference formula*, 
fur isolate - 


\< 

\ f lnonorulnuin arsenite. 0 5 
A-Mhcalnuin arsenite. 0 5 
\ f tricalcium arsenite, o 8 
A f tlicaloiuin arsenate. 1 0 
\-Mriealcliirn arsenate, 1 o 
B«. . . 

U-f-tnealeititn arsenite, (1 5 


| 15 17 


fUrowth 

20 

1 io ; 

\ Death .... 

>100 

100 1 

f drouth 

5 

! 5 i 

1 Death. 

10 

10 1 

(Orowth 

5 

« r >; 

1 Death _ 

10 

io | 

, (Orowth 

5 


, 1 1 >eath. 

](! 

1 -10 ■ 

/Orowth 

5 

5 , 

,1 Death. . 

> '>100 

100 

/Orowth 

-i w i 

! A i 

; t Death 

1 HH) 

100 ! 

l/Growth . 

20 | 

100 i 

,1 Death .. 

1 ' >100 1 

UK) j 

(/Growth 

' 5 1 

* j 

11 Death. 

: i« I 

i 1 

• ,0 I 


X 

22 

24 

30 

rant • 

Per ant 

Percent' Percent 

10 j 

20 

20 

20 

0(H) I 

>100 

>100 

.>100 

5 1 

5 

5 

5 

10 , 

10 

10 

10 

5 ' 

;> 

« 

5 

"GO » 

'.JO 

'•10 

10 

5 

5 


r> 

io! 

•10 

. 10 

>10 

- j 

io ; 
>100 
10 



j 

100 



20 1 

5 j 

20 

! ‘ ioo 

•100 ' 

v ooo 

100 

1 

a ; 

5 1 

.A 

j “a 

>10 1 
! 

i 

>,0 

1 ^10 


' The formulas are listed at reference eoneentiations, such as were used in spra>ing e\|»orunents, and the 
critical concent rat ions shown are expressed In iiercentages of these reference formulas. 

* See footnote I, table 1. 

J A«the copper-lime component: CtiSOj.filfsO, 0.75 gram, plus calcium oxide, 0 5 pram, t»er 100 cubic 
centimeters. 

* B«the &ine4ime component ZnSO* 511 ; 0 , 0.75 gram, plus calcium oxide. 0 5 gram, per UK) cubic 
centimeters. 

Ji)8K.‘t -:*7 —4 
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When the copper-lime or copper-lime-arsenic mixtures were used 
the reaction was favorable for growth of all the test organisms, except 
when the amount required to kill approached 100 percent of the refer¬ 
ence formulas. For example, the copper-sulphate-lime-monocalcium 
arsenite preparation killed all the test fungi at or below 20 percent 
of its reference formula (table 3), and at the 20-percent concentration 
had an initial pH value of approximately 8.1. However, mixtures 
containing some of the less toxic arsenites did not kill until the con¬ 
centration approached 100 percent of the reference formulae. At the 
reference concentrations the media had reactions in the range qf pH 
9 to 10. 

RELATION OP THE TOXICITY OF CERTAIN COPPER-LIME-ARSENITE MIXTURES TO 
THE SUMMATION OF THE TOXICIT1ES OF THEIR SEPARATE INGREDIENTS 

The materials used for making certain copper-lime-arsenite mix¬ 
tures were studied separately and in the mixtures at reference concen¬ 
trations suitable for comparing the summation of the indicated tox- 
icities of the separate ingredients of a given preparation with that of 
the inixturo (table 5). Since the copper-lime-monocalcium arsenite 
mixture was the most toxic material used, killing the test organism, 
Physalospora obtusa , at 5 percent of its reference concentration, its 
toxicity was given a value of 100 and made the standard from which 
to compute the relative toxicities of the other materials (5~:~lethal 
concentration of the given material XI00). 


Table 5. —Increased toxicity of rota in copper-lime-arsenite mixtures to Phgsalo- 
spora obtusa as compared with the summation of the toxicities of their separate 
ingredients 


Formulas or separate ingredi¬ 
ents at reference concentra¬ 
tions 1 in grams per KK) 
cubic centimeters 


Cornier sulphate, 0.76.. . . 

Calcium oxide, 0.5. 

\» ... 

Monocalcium arsenite, 0 5 ... 
A-f monocalcium arsenite, 0 5 
Copper arsenite, 0.5 . .. 

A-f copper arsenite, 0.5. 


! Concen¬ 
tration* 

Relative 

J Formulas or separate mgredi- 
l cuts at reference concentra- 

1 

j f oncen- 
i {ration* 

Relative 

required 

touch y 2 

1 turns * m grams per 1(K) 

i required 

toxicity i 

to kill 

- j 


! cubic centimeters 

! to kill 


Percent j 
80 

15 2 | 

Iron arsenite, 0 5 . 

Percent 

100 

5 0 

100 

5 0 i 

A-f iron arsenite, 0 5.. 

20 

25 0 

100 1 

5 0 1 

Zinc arsenite, 1ft. 

150 

:t a 

8 1 

<52 5 i 

A-fzinc arsenite, 10. 

40 

12 4 

5 1 

100 0 

Paris green, 1ft.. 

1(K) 

5 0 

100 J 

5 0 

A-f-Paris green, 10.-.. 

10 

50.0 

”1 

25 0 


, 



1 The formulas or separate ingredients are listed at reference concentrations, such as were used in spraying 
experiments, and the critical concentrations shown are expressed iu percentages of these reference formulas. 

2 Relative toxidty-54-kiIling concentration X 100 (soe text). 

3 A=the copper-lime component* CuKO< 511*0, 0 75 gram, plus calcium oxide, 0.5, j>er 100 cubic centi¬ 
meters. 


The results presented in table 5 show that each of the copper-lime- 
arsenite mixtures tested in this experiment, except the one containing 
zinc arsenite, had a greater toxicity than would be indicated by adding 
the toxic values of the ingredients that entered into its composition. 
Copper sulphate, calcium oxide, and monocalcium arsenite, used sep¬ 
arately, had relative toxicities of 0.2, 5, and 62.5, respectively, a total 
of 73.7, as compared with a value of 100 when these same materials 
were mixed. The zinc, copper, and iron arsenite mixtures showed 
similar increases in toxicity over the summation of the toxicities of 
the separate ingredients. Figure 2 shows the very meager growth 
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made by Physalospora obtusa when the copper-lime component and 
the zinc arsenite were mixed (A) } as compared with a much increased 
growth when they were used separately (B, C ). Paris green, used 
alone, had a relative toxicity of 5, which added to 6.2 for the copper 
sulphate and 5 for the lime makes a total of 16.2, against a value of 
50 when the materials were mixed. If the relative toxicity of the 
mixture of the copper sulphate and lime, 5, is taken instead of the 



Floras 2.—Comparative toxicity to Physalospora obtusa of a copper-lime-arsenite mixture and its copper, 
lime, and arsenical ingredients, respectively A, Copper sulphate 0.015 percent plus lime 0.01 percent plus 
zinc arsenite 0.01 percent; /*, copper sulphate 0.015 percent plus lime 0.01 percent; C, zinc arsenite 0.01 
percent. 

relative toxicities of its separate ingredients, 6.2 and 5, the increased 
toxicity of the copper-lime-arsenite mixtures over the summation of 
the toxicities of their ingredients is still more notable. 

The amount of increased toxicity of the copper-lime-arsenite mix¬ 
ture over that of its separate ingredients varies greatly with the test 


TEST FUNGI 

TOXIC MATERIALS 

iur-tu inrtrfjuafis l 

/ f>ntuna pyrin a ) 

rv/ia/a j 

O'/fMrt1 w ‘//rt r'/nyu/ftfa. I 

copper-lime 

MONOCALCIUM ARSENITE 

COPPER-LIME-ARSENITE 


COPPER-LIME 

MONOCALCIUM ARSENITE 

COPPER-LIME-ARSENITE 

f'/ar/rjiYJonum ett/yutyj/u/um 
JVii/ficAst/cfa ao/t tar/a ^ 
, 

COPPER-LIME 

MONOCALCIUM ARSENITE 

COPPER-LIME-ARSENITE 

•Sc/rro/trua S?rsc//t>a/a ^ 

COPPER-LIME 

MONOCALCIUM ARSENITE 

COPPER-LIME-ARSENITE 


RELATIVE TOXICITY 


20 SO 40 


W 10 70 N N 100 


Figure 3.—Increased toxicity of a copper sulphate-lime-raonocalcium arsenite mixture over the summa¬ 
tion of the toxicities of its copper, lime, and arsenical ingredients. The data that apply to more than one 
test organism are averaged. The composition of the copper-lime-arsenite mixture and the method of 
computing the relative toxicities are shown in table 5. 


fungi, as shown in figure 3. Physalospora obtusa , the test organism in 
the experiment discussed in the preceding paragraph, being quite 
sensitive, is killed by relatively small amounts of calcium arsenite. 
Even so, it showed an increased toxicity of the mixture over the sum¬ 
mation of the toxicities of the ingredients, amounting to more than 50 
percent. With Venturm inaequalis , V . pyrina f Ehinoe veneta , and 
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QlomereUa cmgulata , which can tolerate higher concentrations of the 
separate ingredients, the copper-lime-arsenite mixture had a toxicity 
G6 percent greater than the added toxicities of the copper, lime, and 
the monocalcium arsenite ingredients. With Cladosporium carpo- 
philum and Phyllosticta solitaria only a slight increase in toxicity of 
the mixture over the added toxicities of its ingredients was indicated; 
with Sclerotinia fructicola, none. In the last case the sum of the indi¬ 
cated toxic values of the separate ingredients was 10*3. However, 
this was been use the lethal concentration of the copper-lime component 
Was not determined (table 3), the 100-percent, concentration being 
treated in the computation as if it were lethal. Since only Venturia 
inaequalis and Phyllosticta solitaria were actually killed by the copper- 
lime component, the increased toxicity of the mixture to the other 
test fungi is really greater than that shown in figure 3. 

comparative effectiveness of copper-lime-arsenic mixtures and of 

THEIR SEPARATE INGREDIENTS IN SUPPRESSING FUNGAL DEVELOPMENT IN THE 

VICINITY OF THEIR SOLID RESIDUES 

Results of the foregoing experiments and work reported elsewhere 
(5) indicate that copper-lime-arsenic preparations contain or liberate 
soluble materials capable of exercising fungicidal action at greater or 
less distance from their solid residues. The following limited studies 
were undertaken to gain some further evidence regarding the com¬ 
parative effectiveness of certain copper-lime-arsenic mixtures and 
of their separate ingredients in suppressing the development of a 
test fungus in the surrounding medium by means of diffused toxic 
materials. 

The medium used was made of agar, 17 grams; Trommer’s malt 
extract, 5 grams; and water, 1,000 cubic centimeters; adjusted to pH 7. 
The toxic materials tested were chosen from dusts prepared for seed- 
treatment experiments, which will be reported elsewhere. One part 
by weight of each dust material was mixed with 3 parts of the agar 
medium, and the resulting suspension was allowed to solidify into a 
slab of standard thickness after thorough agitation to facilitate uni¬ 
formity of distribution of the test substance. Disks of the toxic 
agar suspension 5 millimeters in diameter were placed in Petri plates 
containing uniform amounts of the malt agar, which had been seeded 
by a standardized procedure with conidia of the test fungus, 676- 
berella saubinetii (Mont.) Sacc. The disks were inserted in the num¬ 
ber and positions shown in figure 4, just before the agar solidified. In 
control plates no toxic disks were inserted. After incubation for 4 
days at 20° C., the plates showed a uniform development of the fungus, 
except in areas about the disks, where it had been killed or inhibited 
by the diffused toxic materials. The size of the clear areas about the 
disks is, therefore, an approximate index of the comparative efficiency 
of the test materials under the experimental conditions. Illustrative 
results are shown in figure 4. The fungus grew over the entire sur¬ 
face of the control plates (A). It grew up to the edge of the copper- 
lime disks, though it was distinctly inhibited in a narrow zono (li). 
Zinc arsenite was lethal through a comparatively narrow zone (O, 
while inonocaJcium arsenite was lethal through a zone about twice as 
wide (D). The copper-Iime-arsenic preparations were effective 
through a substantially wider zone than were the arsenical materials 
that, respectively, entered into their composition (/t T , F). Attention 
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FifjrKE 4.—Comparative effectiveness of certain eopper-lime-arsenic mixtures and of their separate ingredi¬ 
ents in suppressing the development of Chbbertlta naubmetit in a malt-agar medium by means of diffused 
toxic materials* A, Control; u, copper-lime mixture (copper sulphate, l percent, lime, l e percent); C, 
zinc arsenite; />, mouocalcium arsenite; E, com«r-lime*arsenic mixture (copper sulphate, l percent, lime, 
h percent, mouocalcium arsenite, Jls percent; F, copper-lime-arsenic mixture (copper sulphate, 1 per- 
ceut, lime, 14 iiercent, monocalcium arsenite, h i>ercent). The mixtures were prepared as for spraying;, 
filtered, dried, and grouud. (See text; 









450 


Journal oj Agricultural Research 


Vol. f> 5 , no. fl 


is invited to the fact that in these experiments the several test ma¬ 
terials wore compared in equal amounts by weight, rather than in 
the proportions in which they were used in the mixtures. 

In similar experiments the initial reaction of the medium was varied. 
The copper-lime-arsenic preparations used were capable of exerting a 
substantial toxic action by means of materials that diffused from the 
solid residues into the surrounding medium, whether its initial reaction 
was alkaline, neutral, or acid. Similar toxic action by the copper- 
lime ingredient was much less at all reactions tried, being practically 
nil in the alkaline range, slight at neutrality, and somewhat increased 
in the acid range. 

The properties just discussed account in part for the high eradicant 
effectiveness of copper-lime-arsenic mixtures against fungal fruiting 
structures, and suggest possible adaptations of these materials for 
combating seed- or soil-borne pathogens. 

DISCUSSION 

The literature on the toxicity and fungicidal use of arsenical com¬ 
pounds and coppor-lime-arsenic mixtures has been surveyed by Kcitt 
and Pahniter (5). 

In confirmation of the conclusions of Keitt and Palmiter (;}), the 
results of the toximetric experiments reported herein show that suita¬ 
ble copper-lime-arsenic mixtures have powerful fungicidal properties, 
and that their toxicity can bo varied through a wide range by modifi¬ 
cations of formula. A striking feature of these studies is the high 
and comparatively uniform toxicity of certain copper-lime-arsenic 
mixtures to all the test fungi used. 

The fact that the toxicity of the copper-lime-arsenite mixtures 
studied was usually greater than the summation of the toxicities of 
their separate ingredients is of interest, both in relation to their 
superior fungicidal effectiveness in spraying experiments (») and for 
theoretical considerations. The reasons for this increased toxicity of 
the mixtures have not been investigated. It is noteworthy, however, 
that these mixtures contain both a toxic anion and a toxic cation. 
Furthermore, there are manifold possibilities of changes in toxicity 
incident to chemical reactions and physiochemical changes in such 
complex preparations. 

The ability of suitable copper-lime-arsenic mixtures to liberate 
soluble materials capable of diffusing through an acid, neutral, or 
alkaline medium and exercising fungicidal action at considerable 
distances from the undissolved residues is an important factor in 
their effectiveness as fungicides (5). 

SUMMARY 

The toxicity of certain copper-lime-arsenic mixtures and of their 
separate ingredients was studied by a modification of the method of 
Schmitz et al., using as test organisms Venturia inaequalis , V . pyrina, 
Cladosporium carpophilum , Phyllostida solitaria, Elswoe veneta , 
GHomerella cingulata, Physalospora obtusa , and Sclerotinia fructicola. 

Suitable copper-lime-arsenic mixtures were highly toxic to all the 
test fungi. The toxicity of such mixtures could be varied through 
a wide range by modifications of formula. 
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Copper sulphate-lime mixtures had relatively low toxicity. 

The toxicity of the arsenical compounds tested varied through a 
wide range. Monocalcium arsenite was the most toxic, usually being 
from 3 to more than 10 times as toxic as copper sulphate, depending 
on the test fungus used. Tricalcium arsenite was slightly less toxic. 
Zinc and iron arsonites were comparatively low in toxicity, while pans 
green and copper arsenite were intermediate. Tricalcium arsenate 
was the least toxic arsenical compound tested, and dicalcium arsenate 
was only slightly more toxic. 

Six monoconidial isolates of Venturia inaeqmlis showed about as 
much variation in reaction to copper sulphate and certain arsenites, 
respectively, as did species of six other genera. 

The toxicity of the copper-lime-arsonite mixtures studied usually 
exceeded the summation of the toxicities of their separate ingredients. 

It is shown in tests with Gibberella saubinetri that suitable copper- 
lime-arsenic mixtures liberate soluble materials capable of diffusing 
through an acid, neutral, or alkaline medium and exercising fungicidal 
action at considerable distances from the undissolved residues. 
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RESTORATION OF VIRULENCE OF ATTENUATED CURLY 
TOP VIRUS BY PASSAGE THROUGH SUSCEPTIBLE 
PLANTS 1 

By C. 1<\ Lackey 2 

Assistant pathologist , Division of Sugar Plant Investigations , Bureau of Plant 
Industry , United States Department of Agriculture 

INTRODUCTION 

The sugar-beet curly top virus, after passage through Chenopodium 
murale L., was shown by Carsner 3 to produce mild effects when sub¬ 
sequently inoculated into sugar-beet plants. This indicated change 
enough to warrant the designation “attenuated virus.” The writer 
has shown that other plants may function similarly 4 and that virulent 
curly ton virus, after it has been attenuated by passage through 
C. murale , may be restored to its original condition of virulence, or 
nearly so, by a single passage through chiekweed, Stellaria media 
(L.) Cyr. 5 

In nature, restoration of virulence by passage through Stellaria 
media probably does not play an economic role, since this plant is 
common only in moist, shady locations, unfavorable to the curly top 
vector, Eutettix tenellux (Baker). If, however, sugar beets in a very 
susceptible stage or some of the important weed hosts of the beet 
leafhopper known to be susceptible to curly top were found to act in 
a manner similar to that of *S. media in restoration of virulence to 
attenuated virus, the findings might have a bearing on the curly top 
situation. Work was undertaken on sugar beets in the seedling stage 
and on alfileria, Erod turn cicutarium (L.) LTIY i r., a host plant occur¬ 
ring in considerable abundance in many leafhopper breeding areas. 
Later, peppergrass, Lepidium rntidum Nutt., wdiieh is also an im¬ 
portant host, was tested. These plants were known to be highly 
susceptible to virulent curly top virus. In the case of alfileria, it is 
known that the curly top virus can be carried through the winter on 
this species and it may be a winter and earlv-spring host plant in 
California for the beet leafhopper. Severm 6 includes peppergrass 
as one of the important overwintering annuals for this insect. 

MATERIALS AND METHODS 

The experimental procedure used in the tests has been described. 7 
The virulent curly top virus was first attenuated by passage through 
('he no podium murale. This attenuated virus was then inoculated by 
means of leaf hoppers into the susceptible plant, after which the vini- 

1 Received for publication Feb. 10, 1037; issued October 1937. 

3 Acknowledgment is made to Eubanks Carsner and N. J. G hidings, senior pathologists, and G II. Coons, 
principal pathologist, Dhision of Sugar Plant Investigat ions, for their criticisms m the preparation of this 
manuscript. 

d CaRSNEK, K. ATTENUATION OF THE VIRUS OF Sl>GAK BEET Cl RLY-TOI\ PhytOJWttlologV 15. [7451-757, 
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< Lackey, C. F. attenuation of ci rly-top virus by resistant sugar beets which ark st mftomlkss 
carriers. Ph> topathology 19. 975-977 1929. 

8 Lackey, O F. restoration of virulence of atteni atei> curly-top virus by passage through 
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8 SEYERIN, H. II. r. WEED HOST RANGE AND OVERWINTERING OF CURLY-TOP VIRUS. Hllgardia 8. 263“ 
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7 Lackey, (\ F. See footnote 5. 
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lenco of the virus was determined by transmission to young, fast¬ 
growing sugar beets in the two- to four-leaf stage. As a control in 
each test, inoculations were made with the virulent virus before and 
after its passage through G Y . murale . 

In the first experiments with alfileria, the type of symptoms was 
described as mild or severe as in the work reported for Siellaria media? 










Iigure 1.—Curly top-infected beets showing rung© of severity of symptoms: A, Mild, grade 2, B t inter¬ 
mediate, grade 3; C, more severe, grade 4; and I), extreme dwarfing, grade 5. (Grade 1, mild resimnse char¬ 
acterized by veinlet clearing only, not illustrated.) 1 2 * * * * * 

In later experiments a grading system to express severity of the 
symptoms on test plants as developed by Giddings 8 was adopted. 
The affected plants were classified in five grades based on response, 
as follows: 

(1) Mild response. No stunting or dwarfing; veinlet clearing or slight vein 
enlargement only visible symptoms. 

(2) Mild response. Little or no dwarfing; veinlets cleared, vein roughening and 

U * >er j I ? ce8 on some k*aves, and leaves sometimes curled (fig. i, A) l 

. i intermediate response ,—Some dwarfing and stunting, practically all leaves 

in volved; lea ves somewhat curled, vein roughening on nearly all leaves (fig. 1, B). 

1 Lackey, c. F. See footnote 5. 

PMowttoligy 27: 773-7 B 70 E )Ste. US llB7 ETHOD F °“ TKSTIN0 RES,STANCE T0 top in 81'Oar beets. 
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(4) More severe reaction .—Dwarfing severe, leaves markedly curly or distorted, 
veins conspicuously distorted and roughened (fig. 1, C). 

(5) Extreme dwarfing .—All symptoms of preceding grade very pronounced; 
plants nearly killed (fig. 1, D). 


EXPERIMENTAL TESTS WITH SUGAR BEETS 

Sugar beets (Beta vulgaris L.) in the cotyledon stage, the two- to 
four-leaf stage, and the six- to eight-leaf stage were tested for their 
effect on the attenuated virus from Chenopodium murale . The coty¬ 
ledon beets showed 63.8 percent infection with an average severity of 
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virus after passage through cotyledon l>eets; £?, attenuated \iru"s untreated, V, original virulent virus. 
(Numbers above histograms indicate average grade of severity of symptoms for each treatment.) 


2.31; two- to four-leaf beets, 42.2 percent infection with an average 
severity of 1.91; and the six- to eight-leaf beets, 34.0 percent infection 
with an average severity of 1.34. Twenty-three tests in which two- 
to four-leaf beets were inoculated with the original virulent virus gave 
an average grade of severity of 4.29 (fig. 2). Table 1 is a summary 
of the results of 2 years' trials with these various-sized beets. 

The cotyledon beets showing symptoms severe enough to grade 4 
and 5, comprising 13.4 of those infected, were tested for their effect 
on the attenuated virus. It is evident (table 2) that some degree of 
restoration was obtained by passage through cotyledon beets. In the 
course of these tests with sugar beets, two cases occurred in which 



456 


Vol 55, no. 6 


Journal of Agricultural Research 


some increase of virulence resulted from passage of the virus through 
sugar beets in the two-leaf stage. Beets with six to eight leaves did 
not increase the virulence of the attenuated virus. Table 2 sum¬ 
marizes the results of these experiments, which are presented in more 
detail in the histograms in figure 2. 

As an additional measure of the effect of passing the attenuated 
virus through cotyledon beets, the infected test beets in several exper¬ 
iments were \veighed 8 to 10 weeks after inoculation. The beets 
inoculated with the attenuated virus averaged 15.16 g, green weight; 
while those inoculated with the restored virus averaged 7.87 g. 


Table 1 . —Summary of all experiments in which sugar beets in the cotyledon stage 
and those in the 2 - to 8-leaf stages were inoculated with the attenuated virus 


Size of beets when inoculated 


Cotyledon stage 
2- to 4-leaf stage- 
0 - to 8-leaf stage 


Beets 

inocu¬ 

lated 


Number 

304 

05 

103 



Average 
grade of 
severity 

Infected beets in each grade of severity 1 

Beets 

infected 

L 

2 

3 

4 

— — 

_ 

Percent 


Percent 

Percent 

Percent 

Percent 

Percent 

63 S 

a 3i 

18 0 

46 W 

21 1 

10.8 i 

2 6 

42 2 

1 01 

38 () 

It) 5 

4 7 

9 5 

0 

34 0 | 

J 34 

68 6 

31.4 

2 0 

0 | 

0 






1 

♦ 


1 Percentages bused on number of infected beets 

Table 2. —Restoration of virulence of attenuated virus by passage through cotyledon 
* beets 


Treatment of virus used 


Passed through cotyledon beets 
Not passed through cotyledon beets .. 


Expei l- 
ments 

j Test i 
i plants j 
i moeu- 

[ luted j 

Test ! 
plants i 
infected j 

Average 
grade of 
severity 

Number 

[ Number j 

Ptrcenf 1 


32 

500 ! 

73 ! 

3 23-t0 11 

25 

! 235 j 

69 1 

I 91-fc 10 


EXPERIMENTAL TESTS WITH ERODIUM CICUTARIUM (ALFILERIA) 

Evidence from the first experiments indicating that passage of the 
attenuated virus through alfileria may restore the virulence is shown 
in table 3. All cases in which some degree of restoration was obtained 
are included in this resume. From the data given in table 3, it is clear 
that after a single passage attenuated virus may be so restored in 
virulence as to produce severe symptoms on the test beets. These 
results are comparable to those reported for Stellar la media 9 in that 
there were many cases in which alfileria did not restore the virulence 
of the attenuated virus. 


Table 3. —Results of passing the attenuated and virulent forms of curly lop virus 

through alfileria 


Treatment and form of virus used 

Beets 

inoculated 5 

Beets 

infected 

Type of 
symptoms 

Not passed through alfileria: 

Number 

Percent 


Virulent. 

5 1 

00 

Severe. 

Attenuated..... 

Passed through alfileria: 

25 

1 

8 

Very mild. 

Virulent... . 

40 

60 

Severe. 

Attenuated... 

62 

52 

Do. 


1 3 to 6 teafhoppers were fed on each test beet for 3 to 4 days. 


6 Lackey. C. F. See footnote 5. 
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The results of later and more extensive experiments are summarized 
in table 4. Only 50 percent of the alfdena plants inoculated with 
attenuated virus showed symptoms of curly top. About 90 percent 
of these diseased plants were tested for their effect on the attenuated 
virus. Of these, only 20 percent increased the virulence of the virus 
to some degree. Before passage through alfileria, the attenuated 
virus produced only 32 percent infection on the test beets, with an 
average grade of severity of 1.82, as compared with 03 percent infec¬ 
tion, with an average grade of 3.23, after passage through alfileria. 
This demonstrates that alfileria occasionally increases the virulence of 
the attenuated virus. 


Table 4. —Restoration of virulence of attenuated virus by passage through alfileria 
[Summary of cx|ierinients conducted at Riverside, Calif, 14#31 -341 


1 

I 

Treatment of virus used j 

I 

Kvperi- 
; nients 

'rest ! 
1 plants ] 
inocu¬ 
lated 

Test 

plants 

infected 

Average 
grade of 
; severity 

Yfter passage through alfileria. - - 

Before passage through alfileria . ... 

Number 

45 

Xu mber 
1,574 
H40 

Pfraut 
r>3 1 
32 j 

1 ‘ 

l 3 23dr0 00 
1 . 06 


In 17 of these experiments test beets were inoculated with the 
original virulent virus. The average grade of severity of symptoms 
produced by this virus was 4.22 (fig. 3). 

The histograms in figure 3 show what percentage of the infected 
test beets fell into each grade of severity. The test beets infected 
with the attenuated virus after passage through alfileria showed 
symptoms that placed a majority of them in grades 3 and 4 and a 
few in grade 5. Figures 4 and 5 show this variation in degree of 
severity of symptoms expressed by the attenuated virus after restora¬ 
tion. On the other hand, the attenuated virus before treatment 
produced symptoms which in the greatest number of cases graded 
1 and 2. "While most of the test beets inoculated with the original 
virulent virus showed symptoms grading 4 and 5, some of these plants 
exhibited symptoms mild enough to put them in grade 1, 2, or 3. As 
shown in studies on restoration through Stellaria media the appear- 
anee of mild symptoms on some of the test beets that had been inocu¬ 
lated with the restored virus or with the original virulent virus appears 
to he an individual plant response in some instances. An apparently 
comparable situation sometimes develops in the case of alfileria, 
as illustrated in figure 5. Transferring virus from such mildly affected 
plants to test beets resulted in severe symptoms in the majority of cases. 

EXPERIMENTAL TESTS WITH LEPIDIUM NITIDUM (PEPPERGRASS) 

The attenuated virus used in the test with Lepidium nitidum 
was from two sources. The first lot had been attenuated by passage 
through Chenopodium murale > as in all the previously mentioned 
experiments on restoration. The second lot was obtained from loaf- 
hoppers collected in the field from natural breeding areas. Only 40 
percent of the A. nitidum plants inoculated with the attenuated virus 
became diseased, and 70 percent of these infected plants increased the 
virulence of the virus. The histograms in figure 0 show the results 
of these tests. The attenuated virus harbored by field collections 
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SEVERITY OF SYMPTOMS (GRADES) 


FrouHE 3 ~ Histograms showing distribution of symptoms in the different grades of severity on test ircets 
infected with the attenuated virus before and after passage through aiflleria* ,1, Attenuated virus after 
passage through alfilena; ft, attenuated virus untreated. C, original virulent virus (Numbers above 
histograms indicate the average grade of all test liects for the different treatments ) 



pro,iuce ' i ,™ tes L>>y restored and t.y untreated attenuated virus: Pot A, l.y 
amS. t d M p * SSBge tbr,,ugh a> fl leria; pots 131 and B2, l.y the same virus after passage through 






k KjURK f> - Symptoms produced by flu* restored and the untreated attenuated virus on t&st beets Pot A, 
by attenuated wrus before passage through alfileria, pot H. by the same virus after passage through 
alulernv, showing variation in individual plant response to infection. 



Fkji ue G.— Histograms showing distribution of symptoms in the different grades of severity on test beets 
infected with the attenuated virus before and after passage through Lepidium nitidum : A, Attenuated 
virus from field collection of insects, passed through Lepidium nitidum; B, attenuated virus, from field 
collection, untreated; C, attenuated virus, from Chenopodium muralc, passed through lepidium nitidum- 
/>, attenuated virus, from C. murale, untreated. (Numbers above histograms indicate average grades of 
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of leafhoppers, with an average grade of 2.19, was not attenuated so 
much as the virus that passed through ( 7 . murale , with an average 
grade of 1.81. It would appear at first glance at the histograms that 
the attenuated virus from the field leafhoppers was restored to a 
greater degree, but it showed an increase in the average grade of 
severity of only 1.20 grade points while the attenuated virus from 
C. murale showed an increase of 1.36 grade points. The reaction to 
passage through peppergrass by the attenuated virus from the two 
sources is therefore very similar. Table 5 summarizes all the tests 
made with these two lots of attenuated virus. The average grade of 
severity before and after treatment is practically the same as that in 
the restoration tests with alfileria. 


Table 5. —Restoration of virulence of attenuated virus by passage through Lepidinm 

nitidum 


Treatment of virus used 


After passage through Ltpidtum mtuium . 
Before passage through Lepultum mtuium 


Experi¬ 

ments 

Test 

'fest ! 

A\erase 

! plants in¬ 

plants in-! 

grade of 

oculated 

f eeteil j 

severity 

X umber 

i.s 1 

Number I 
135 1 

l 

1 Percent \ 

K4 M 1 3 20*0 27 

11 1 

i 

“ i 

tin U j 

2 lt>±. SO 


DISCUSSION 

The economic bearing of tlie studies with wild hosts on the curly 
top problem will require further investigation in the field. However, 
the experimental evidence with young sugar beets suggests that an 
increase in the virulence of the virus may occur under field con¬ 
ditions also. 

Observations on alfileria indicated that virulence restoration 
occurred most frequently in plants that were growing rapidly. To 
test the correctness of this idea, plants of different ages were fertilized 
with nitrogen (ammonium sulphate) 10 days before inoculation. 
When very young alfileria. plants or those given extra nitrogen were 
used, a greater number became severely diseased and restored the 
virus. Similarly, inoculation with eight leafhoppers resulted in more 
cases of severe infection and consequently more plants producing 
restoration than when inoculations were made with two leafhoppers. 
None of these various procedures had any pronounced effect on the 
degree of restoration attained. 

SUMMARY 

Virulent curly top virus, attenuated by passage through Che no¬ 
podium murale , has been occasionally restored in virulence by passage 
through cotyledon-sized sugar beets. 

The appearance of mild symptoms on a few* test beets inoculated 
with restored virus or with the original virulent virus seems in some 
cases to be an individual plant response, since virus from some of 
these beets produces severe symptoms on the majority of young test 
beets to which it is transferred. 

Alfileria ( Krodi?/m cicutariurn) and peppergrass (Lepidinm nitidum) 
also occasionally restore the virulence of the attenuated curly top 
virus. These plants are important overwintering hosts for both the 
leaf hopper vector and the virus. 

The probable economic aspect of these investigations is suggested. 



BIOLOGICAL VALUE OF CASEIN AS A SUPPLEMENT TO 
THE PROTEINS OF BARLEY IN RATIONS FOR PIGS 1 

By E. H. Hughes 

Animal husbandman, California Agricultural Experiment Station 
INTRODUCTION 

It luis been shown at the California Agricultural Experiment 
Station by Thompson and Voorhies (7) 2 and by Hughes (2) that 
barley, when fed as the only source of protein, does not produce 
optimum growth in pigs. Protein-rich concentrates like fish meal and 
tankage or dairy byproducts when used as supplements to barley, 
produce more rapid growth. Such concentrates, however, contain 
other nutrients than protein, which makes it unsafe to conclude that 
the protein is responsible for the results obtained. Casein, since it 
has been used by biologists in similar studies with smaller animals 
than the pig, and since it is relatively low in cost, wuis used as a 
supplement in the studies reported here to determine whether or not 
the proteins of barley are present in amounts necessary for the rapid 
development of the pig. 

EXPERIMENTAL DATA 

In June 1929 two pigs about 50 pounds in weight, having free access 
to direct sunlight, were put on a diet of rolled barley, salt, and cod- 
liver oil. They grew very slowly and became stiff in the joints. 
Early in January of the following year calcium carbonate was added 
to the diet. At 1 year of age the pigs weighed only 162 pounds. 
It was believed that the diet was sufficient in all known factors for 
some growth, but the pigs had not gained in weight for some time. 
The only protein in the ration was that of barley. Casein was added 
to the diet and an immediate response was manifested by increase in 
weight, thrift, and appetite. During the following 3 months the 
pigs made an average daily gain of slightly more than 1 pound and 
became normal in health. 

The results of this experiment were significant, but the number of 
animals used was too small to make possible any definite conclusions; 
therefore, a similar experiment on a larger scale was conducted in 
1931-32. Two groups of eight pigs each were divided as nearly as 
possible into comparable lots. Each group was placed in a concrete 
lot with free access to direct sunlight, and the pigs were fed all they 
would consume of the following diets: 

Group 1. Rolled barley, 98 percent; sodium chloride, 1 percent; calcium car¬ 
bonate, 1 percent; and 5 cc of cod-liver oil each daily (basal diet). 

Group 2. Rolled barley, 90.5 percent; sodium chloride, 1 percent; calcium car¬ 
bonate, 1 percent; casein, 1.5 percent; and 5 cc of cod-liver oil each daily. 

The results of this experiment are summarized in table 1. 

* Received for publication Mar. 9,1937; issued October 1937. 

* Reference is made by number (italic) to Literature Cited, p. 465. 
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The average beginning and final weights were, for group 1, 23.3 
and 94.6 pounds; and for group 2, 25.0 and 203.8 pounds. During 
the first part of the experiment the pigs fed casein (group 2) gained 
three times as fast and were more economical in their use of food 
than were the pigs fed protein supplied only by the barley (group 1). 
Each pound of casein fed to the animals in group 2 had a replacement 
value of 49.5 pounds of the basal feed. When casein was added to 
the diet of group 1, at both the 1.5- and 5-percent levels, there was an 
immediate response in increased appetite, rate of gain, and economy 
of feed utilization. The pigs did not gain as rapidly at either level 
as the pigs in group 2; however, they did consume less food for a 
unit of increase. Tt is postulated that this was due to a lower main¬ 
tenance requirement because of a marked difference in the size of the 
pigs in both lots. When the casein level was increased to 5 percent 
the animals in both groups gained more rapidly and consumed less 
food for 100 pounds of gain than at any other time during the progress 
of the experiment, the protein level being apparently more nearly 
optimum for pigs at this stage of growth and development. The rate 
of gain in both groups was just about twice as rapid as when casein 
was fed at the 1.5-percent level. 

T\ble 1. —Summary of data from the second and third experiments to show the effect 
of adding casein to the basal diet of pigs when the sole other source of protein was 
barley 

SECOND FXPE1UMKXT > 



Group 1 

Group 2 

Feeding i*eriod and diet 


Feed con- 


j Feed con- 

Average 
dull} gain 

sunied per 
100 ixmnds 
gain in 

Average 
dail> gain 

I sumed i>er 
! loo pounds 
gain in 



weight 


, weight 

May 23 to Deo. 12, 1931 (group 1, basal diet: group 2, 
1.5 percent casein added)__ _ 

Pounds 

Pounds 

. 

Pounds 

1 

1 Pounds 

0 16 

886.7 

0 . 50 

508. 9 

Dec. 12, 1931, to Jan. 23, 1932 (both groups, basal diel 




1 

plus 1. 5 percent casein)__ _ 

Jan. 23 to Feb. 13, 1932 (both groups, basal diet plus 

39 

493.9 

.77 

529. 9 

1 

5 percent casein)..... . - 

88 

310 0 

1.45 

1 339.3 

Feb. 13 to Mar 5,1932 (both groups fed basal diet only), : 

14 

2, 265.0 

.74 

' 711.3 

THIRD EXPERIMENT* 




May 12 to Oct. 6, 1934 (group 1, basal diet, group 2, 1.6 




i 

percent casein added)... 1 

Oct. 6,1934. to Jan. 10,1935 (both groups, basal diet plus ! 

. 36 

577.6 

.62 

| 431.8 

| 

1 5 percent casein)-.... 

1 20 

s 446.1 

1.37 

I 438.0 


1 Groups of 8 pigs each. 

* Groups of 10 pigs each. 

i One pig was “oif feed” for some time and died the day the experiment closed. 


While the last period was only a short one, the results are signifi¬ 
cant because of the immediate decrease in daily fain by both 
groups and the large increase in food consumption required for a unit 
of increase in weight. The pigs in group 1 reverted to their original 
rate of gain, and while the pigs in group 2 were much larger and were 
fattening, their rate of increase dropped from 1.45 to 0.74 pounds per 
head daily. 

A third experiment was conducted in 1934 to further check the 
results already obtained. This experiment was begun May 12, 1934, 










Sept 1.*), U*37 


Biological Value oj Casein in Rations for Pigs 


463 


and concluded January 10, 1935. Two groups of 10 pigs each were 
fed diets similar to those previously used. The average beginning 
weight for both groups was 29.6 pounds. The conditions of the ex¬ 
periment, including the grouping of the pigs and the size of the pens, 
were the same as before. To be sure that a lack of vitamin A would 
not influence the results, each pig in both groups was given 5 cc of 
cod-liver oil daily until July 21, and from that time until the experi¬ 
ment was concluded each was given 10 cc. The results are presented 
in table 1. 

In this experiment the pigs were larger and thriftier at the begin¬ 
ning than those of the second experiment and were not fed so long in 
the first period, which may in part account for the difference in the 
rate of gain and the replacement value of the protein when the results 
are compared with those of the second experiment. Each pound of 
casein fed group 2 had a replacement value of 22.5 pounds in terms of 
food saved over that fed group 1. During the second phase of this 
experiment the pigs in both groups gained more rapidly than in the 
iirst period, which is in agreement with the results of the other experi¬ 
ments. While in some details the results of this test differed slightly 
from those of the preceding one, in principle they were the same. 

In 1936 a fourth experiment was concluded which differed some¬ 
what from those already reported. Osborne and Mendel (5) had 
reasoned that the failure of cereal proteins as they are generally fed 
is due to a lack of sufficient total cereal protein. In an effort to prove 
or disprove this theory and to obtain further information on the orig¬ 
inal subject, barley proteins fed group 1 were increased to a point in 
excess of that fed group 2, which received barley and casein. This 
was done by adding dried brewers’ grains from which some of the 
hulls had been removed (the material removed was a mixture of hulls 
and some grain). Since the addition of dried brew r ers’ grains to the 
diet of group 1 increased the fiber content, barley hulls w’ere added to 
the mixture fed group 2 to make it comparable in this respect. The 
total crude protein fed groups 1 and 2 was respectively 11.12 and 10.42 
percent. The fiber content of the ration fed to group 1 w r as 1 percent 
higher than that of the ration fed group 2. It is probable, however, 
that there was little difference in the amount of fiber consumed by the 
pigs in the twm groups since those of group 1 left considerable quan¬ 
tities of hulls in the bottom of their feeder. 

Since commercial casein contains lactoflavin, and the results of other 
experiments with hogs at this station (unpublished data had indi¬ 
cated that this factor is necessary for normal grow th, it was deemed 
expedient to feed a third group of pigs casein washed free of this factor. 
The casein W'as w ashed by the method of Evans,Lepkovsky, and Murphy 
U), modified by that of Supplee, Flanigan, Hanford, and Ansbacher (6*). 

The crude protein and fiber content of the diets fed groups 2 and 
3 were the same. 

The diets were: 

Group 1. Rolled barley, 88 percent; brewers’ grains (dried), 10 percent; sodium 
chloride, 1 percent; calcium carbonate, 1 percent; and 10 cc of cod-liver oil each 
weekly. 

Group 2. Rolled barley, 91 percent; barley hulls, 5 percent; casein, 1.5 per¬ 
cent: sodium chloride, 1 percent; calcium carbonate, 1.5 percent; and 10 cc of 
cod-liver oil each weekly. 

Group 3. The same as for group 2 except that the casein fed was washed free of 
lactoflavin. 
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The physical conditions of this experiment, including the grouping 
of the pigs and the size of the pens, were comparable to those of the 
other experiments. The experiment was begun June 6 and concluded 
October 31, 1936. There were eight pigs in groups 1 and 2 and five 
pigs in group 3. 


Table 2. —Summary of data from the fourth experiment to show the effect of adding 
commercial casein and casein washed free of lactoflamn to the basal diet of pigs 
when the sole other source of protein was barley 

[Experiment begun June 0 and concluded Oct. 31,1936, 8 pigs in groups 1 and 2 and 5 in group 3j 





Feed eon- 

Group 

no 

A vertigo 
initial 
weight 

A\erase 
daily gain 

i suined per 
100 pounds 
gain in 




weight 

_ 


Pounds 

Pounds 

| Pounds j 

1 

\ 39 3 i 

0 61 

383 0 i 

2 1 

38 H 

1 12 

! 320. 4 i 

3 i 

34 4 i 

. 57 

l 423 7 


In this experiment as in the others the pigs fed casein (group 2) 
gained much faster and consumed less feed for 100 pounds of gain than 
those (group 1) fed only barley proteins, even though the total protein 
in the diet of group 1 wuis greater than that of group 2. In this ease 
each pound of casein in the diet of group 2 had a replacement value of 
about 13 pounds of the diet fed group 1. However, if the results of 
this experiment are compared with those for animals fed only barley 
as shown in table 1, it will be found that the additional protein sup¬ 
plied by brewers' grain did result in increasing the daily gains and in 
decreasing the amount, of feed required for 100 pounds of gain. 

The pigs in group 3 (fed casein washed free of lactoflavin) gained 
no faster than the pigs of group 1 and consumed more feed for a unit 
of increase than either of the other groups. 

DISCUSSION 

In the experiments reported herein where the proteins of barley 
were the only source of protein for young growing pigs the rate of 
growth was slow\ This agrees with the finding of Steenbock, Kent, 
and Gross (5) and with that of McCollum, Simmonds, and Parsons (3). 
Osborne and Mendel (4), however, reported that barley proteins are 
adequate as a whole in the nutrition of growth, and that several of their 
rats grew to largo adult size without any other source of protein. 
The growth increase in their rats, however, was not consistent. 

The addition of casein to the diet in the present experiments reduced 
considerably the amount of feed required for a unit mcrease in weight. 
Its value in replacing barley varied; however, 1 pound of casein 
supplanted more than 20 pounds of barley, except in the fourth 
experiment when it replaced about 13 pounds. In this case barley 
proteins were increased by the addition of dried brewers' grains to 
a point above that of the other group fed barley and casein. The 
results of these studies indicate that barley is deficient in some essential 
factor or factors necessary for normal growth and weight increase in 
the young pig. 
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That the total amount of protein in barley is probably a factor of 
importance is indicated by the fact that when dried brewers' grains 
were added to barley, thereby increasing the total barley proteins 
fed, the gains made were greater and the amounts of feed consumed 
for a unit of gain were smaller than when barley was fed alone. 

Some uncertainty exists as to the reason for the beneficial effect of 
the addition of casein. The quantity of the protein and the lactoflavin 
content of the casein have been considered. Pigs fed unwashed 
commercial casein (group 2, experiment 4) gained twice as fast as 
pigs fed the same diet at the same time except that casein (from the 
same sack) washed free of lactoflavin was used. 

SUMMARY 

Young growing pigs fed a diet in which the proteins of barley were 
the only source of protein grew very slowly and required large quanti¬ 
ties of feed for a unit of increase in weight. 

When casein was added to such a diet there resulted a marked in¬ 
crease in rate of growth and a large reduction in feed required for an 
increase in body substance. 

When the barley proteins in the diet were increased by the addition 
of dried brewers’ grains, the gains were more rapid and the feed con¬ 
sumed for 100 pounds of gain were less than when only barley was fed. 

The possibility that the lactoflavin in casein is responsible for its 
beneficial effect when added to barley is suggested. 
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EFFECT OF PROTEIN DEFICIENCY IN THE RATION ON 
THE AMOUNT OF FEED CONSUMED BY LAMBS 1 

By John I. Miller 

Instructor in animal husbandry, New York (Cornell) Agricultural Experiment Station 2 

INTRODUCTION 

In studies of the nutritive value of proteins in which biological 
values are to be calculated (3) , 3 it is necessary to know the losses of 
endogenous and metabolic nitrogen. To measure such losses, the 
experimental animals are fed diets which contain no nitrogen, or 
very little. Since diets of this type are not only deficient in protein, 
but are radically different from ordinary diets, certain difficulties have 
been experienced in using them. 

A serious limitation in the use of most of the nitrogen-free or low- 
nitrogen diets has been the difficulty of obtaining adequate feed 
consumption. With the possible exception of swine, it has been 
found almost impossible to induce experimental animals to consume 
satisfactory amounts of these diets for the desired length of time. 
In most cases when such diets were readily consumed, they contained 
a certain amount of some high-protein feed which w as added specifically 
to increase the palatability. 

A palatable ration, free from nitrogen or very low in nitrogen, 
has been particularly difficult to devise for lambs. An attempt was 
made at this station (7) to feed lambs a purified diet almost free from 
nitrogen and containing no natural roughage, but the ration was not 
sufficiently palatable to the lambs and its use was discontinued. 
Workers who have used low-nitrogen rations for lambs U, 5, 6 y 7, 8) 
have included straw 7 as part of the ration, but even when this was 
done the feed intake on the low r -nitrogcn rations was decidedly 
smaller than on the experimental rations containing adequate protein, 
and in practically all cases the lambs lost in weight. 

The object of the present study was to devise a low-nitrogen ration, 
containing only purified ingredients, which would be consumed readily 
by lambs over a reasonable length of time. Such a ration was desired 
for use in experiments conducted at the Cornell Station on the nutritive 
value of proteins. 

PRELIMINARY TRIALS 

Considerable w T ork has been done at this station in developing 
purified or synthetic diets for Herbivora (2, 9). A diet for sheep 
which has given good results over a long period of feeding is as follows: 
Regenerated cellulose, 4 20 percent; casein, 20 percent; sucrose, If) 
percent; starch, 28 percent; yeast, 7 percent; salt mixture, 5 4 percent; 

J Received for publication Feb. 2, 1037, issued October 1937. 

* The author acknowledges bis indebtedness to P. E. Newman and J. E. Foster of this station for assistance 
m the conduct of part of the work. Grateful appreciation is also extended to l)r. C. M. McCay, of the 
animal nutrition Laboratory, for helpful suggestions relative to this stud>. 

11 Reference is made by number (italic) to Literature Cited, p 473 

* This product was obtained as washed Sylphrap from the Sylvania Industrial Corporation, New* York 
City. 

8 The salt mixture used was one designed by W r ood\sard and MeCa> for use in synthetic diets for 
Herbivora. 
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lard, 6 percent; and a vitamin A-D supplement. This diet, as well 
as other very similar diets, is apparently palatable to sheep and has 
been consumed in such amounts that good growth has resulted. 
However, it should be noted that this mixture contains a high percent¬ 
age of protein. 

With this work as a basis, the most logical procedure to follow in 
developing a low-nitrogen diet was apparently to replace the casein 
with starch. This change would not be expected to affect the palata- 
bility of the mixture very radically. That some difficulty might be 
encountered, however, became apparent, after some preliminary 
work which was made in connection with another problem. 

In the preliminary study, a growing lamb which previously had been 
getting a common, practical ration was fed a diet containing 18 percent 
of casein but otherwise similar to the purified diet described above. 
No trouble was experienced in getting satisfa< tory feed consumption, 
and so it was concluded that this 18-percent casein diet was palatable 
to the lamb. Then, by using a larger percentage of starch and a 
smaller percentage of casein, another diet was prepared in which the 
casein made up only 8 percent of the total ration. When first fed 
this mixture seemed just as palatable as the 18-percent casein diet 
and the same amount of feed w r as consumed. At the end of 6 days, 
how r ever, the lamb w r ent off feed and was emaciated in appearance. 
At about the same time the feces became loose in character and offen¬ 
sive in odor, indicating acute indigestion. Although the feeding of 
this diet was continued for 12 days longer, the lamb made little or 
no improvement and the former level of feed consumption was not 
regained. 

The lamb was then fed a similar diet except that it contained 14 
porcent of casein. After a short time the lamb’s appetite became 
stronger and more regular, the feces were more normal, and the lamb 
was apparently in considerably better physical condition. 

From these results it seemed unlikely that omitting all the casein 
from the diet and adding a corresponding amount of starch w’ould 
make a satisfactory low-nitrogen diet for lambs. Therefore, certain 
other modifications were made to the original purified diet in addition 
to the substitution of starch for casein. This mixture, which w T as used 
in all the remaining studies on low-nitrogen diets, is given in table 1. 
Another diet, similar in all respects except that 20 percent of casein 
replaced a corresponding amount of starch, was also used. This diet, 
hereafter referred to as the ‘‘casein diet”, is also given in table 1. 

Table 1 .— Coin position of expn'imevtal diets 


Ingredients 

Low-nitro¬ 
gen diet 

Casein 

diet 

, Ingredients 

Low -nitro¬ 
gen diet 

Casein 

diet 

Regenerated cellulose 

Casein. 

Starch. 

Brown sugar. 

Corn oil_ 

Percent 

18.0 

63. 5 
16.0 , 
4.0 | 

Pt rcent 
18.0 
20.0 
33.5 
16.0 
•1 0 

I Yeast- , 

I Minerals 1 . 

| Anise nil. 

1 

Percent 

6 0 
4. 6 
2T ! 

P< ret nt 

6. 0 
4. 5 
s T 

! Total. 

I 

100.0 

100. V 

1 Che 4.5 percent of minerals was made up 2.6 percent of the Hawk and Oser modification of the Osborne 
and Mendel mineral mixture (/) and 2 0 percent of a mixture of ground limestone 40 parts, steamed bonemeal 
40 parts, and Fait 20 parts. 

2 T-^ trace. 
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As may be noted in table 1, brown sugar was used instead of cane 
sugar, and corn oil was added instead of lard. This was done in an 
effort to increase the palatability of the diet. A different mineral 
mixture also was used. To these diets, a small quantity of anise oil 
was added. This was done to impart a pleasant and distinct taste, 
as well as odor, to the diet, which w r as otherwise deficient in these 
respects. It was hoped that the addition of this material would aid 
in securing greater food consumption. Anise oil can be added readily 
to any ration, and by using it abrupt changes may be made from one 
ration to another without very much danger of the lambs refusing the 
new ration because of the difference in taste or smell. 

In order to correct for any possible decrease in the palatability of 
the mixture that might result from the presence of such a large amount 
of fine starch, the starch w as cooked together with the other constitu¬ 
ents of the diet, except the yeast and minerals. This cooked material 
w r as thoroughly dried in a drying room and then coarsely ground. 
Later the minerals and yeast w T ere added to complete the diet. 

The diet as fed wits a brownish, rather gritty material, somewhat 
like small, hard seeds. It was sweet to the taste and had a noticeable 
odor, as well as taste, of the anise oil. From the standpoint of taste, 
odor, and physical condition, the diet seemed about as palatable as 
could be devised with the ingredients used. However, no direct test 
was made to determine whether these modifications actually did im¬ 
prove the palatability of the mixture. 

EXPERIMENT 1 

For the first experiment a thrifty grade lamb w as obtained from the 
universitv flock. The lamb was fed a ration of ground com, linseed 
meal, and timothy hay for a short time, and then the low-nitrogen diet 
was gradually substituted for part of the concentrates until the lamb 
received only the low-nitrogen diet plus the hay. So far as could be 
determined, the low-nitrogen diet was just as readily consumed as the 
concentrate mixture. After this substitution, the allowance of the 
purified diet was increased and the amount of hay w r as decreased. 
Within a few r days the lamb w as receiving only the low-nitrogen diet. 

The low -nitrogen diet was eaten readily and remained very palatable 
for the first 2 days that it was given as the only feed. On the third 
day, however, the lamb refused some feed and later w r ent badly off 
feed. The feed consumption was decidedly under the former level, 
and the lamb became irregular in its eating. The feces were loose and 
had a bad odor. Without question, the appetite and the digestive 
processes of the lamb were badly upset after this short period on the 
low-nitrogen diet. 

The question naturally arose as to why the feed, which at first had 
apparently been eaten with relish, should suddenly become objection¬ 
able to the lamb. It was thought that possibly the change to the 
purified diet had been too abrupt. However, there were no definite 
indications that such was the case. The most logical explanation 
appeared to be that the low-nitrogen diet had seriously disturbed the 
digestive system of the lamb and so had greatly reduced its desire for 
food. 

After a few da3 T s, the feeding of the low-nitrogen diet was discon¬ 
tinued and the lamb w r as again fed the ordinary bam feeds. Although 
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its improvement was slow in the beginning, by the end of 10 days it 
was again eating satisfactorily and gaining in weight. Evidently it 
had completely recovered from the period of feeding on the low- 
nitrogen diet. 

It was then decided to check these results by repeating the procedure 
with the same lamb. This time, however, instead of decreasing the 
amount of grain as in the first trial, the amount of hay w r as decreased 
as the low-nitrogen diet was added. After a few r days, the hay was 
entirely removed so that the lamb was getting about one-third of the 
relatively high-protein concentrate mixture (corn and linseed meal) 
and two-thirds of the low-nitrogen diet. The lamb readily consumed 
this mixture and made considerable gain in weight. After a period of 
10 days, it was fed only the low-nitrogen diet. The effect of this 
change in diet on the feed consumption and on the daily body weights 
throughout the experiment are shown in figure 1, A. 

As figure 1, A, a f indicates, at the beginning the lamb ate the same 
amount of the low-nitrogen diet that it had of the diet plus the com 
and linseed-meal mixture. Here, again, w r as evidence that the low- 
nitrogen diet was at first just as palatable as the natural feeds. At 
the end of 8 days, however, the lamb refused to clean up its feed. It 
had the appearance of being in extreme discomfort and was not so 
active as formerly. The feces lost their typical pellet shape and gave 
otr a strong odor. In practically all respects the lamb had developed 
the same condition as when previously fed this same diet. 

Instead of bringing tlie lamb back to a normal condition by giving 
the natural feeds, it was fed a purified diet containing considerable 
casein. This diet was prepared exactly as the low-nitrogen diet had 
been except that in this mixture casein w as added to the extent of 20 
percent of the total diet and the percentage of starch was reduced 
accordingly. By reason of the cooking and the addition of anise oil, 
the odor, taste, and physical condition were the same. Even the 
color was nearly the same, the casein diet being just a trifle darker. 
No particular difference in the desire for feed w as observed when the 
casein diet was first offered to the lamb, but after a few' days, it 
developed a stronger and more uniform appetite, and at the end of 
S days, it was eating the former amount of feed. The casein diet w as 
fed for 8 additional days, during which time the lamb became normal 
in all respects and had an excellent appetite for the diet. 

The changes in the body w eight of the lamb during the experiment 
are of interest. As shown in figure 1, A, 6, the lamb made unusually 
large gains during the period in which the concentrate mixture was 
fed along with the low-nitrogen diet. The extent of these gains was 
no doubt due in part to the previous emaciated condition of the lamb. 
The lamb also continued to gain for a few' days on the low-nitrogen 
ration, but after a rather marked increase in weight, it began to lose 
rapidly. This loss of w eight corresponded to the period in w hich it had 
diarrhea. Shortly after changing to the casein diet, the lamb im¬ 
proved in body weight, and by the end of the experiment it was 
making good gains. 

EXPERIMENT 2 

Experiment 2 was conducted primarily as a check upon the first 
experiment. While the low -nitrogen diet had proved unsuccessful in 
two attempts with the same lamb, it w as believed desirable to try the 
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same diet with additional lambs before admitting failure. Also, the 
behavior of the first lamb on each of the diets had been of especial 
interest and further observations seemed desirable. All of the rations 
used in this experiment wore the same as those used in experiment 1. 

Two grade lambs were secured for this study. They were very simi¬ 
lar to the lamb used in the first experiment, but w ere somewhat heavier 
in weight. The 20-percent casein diet was gradually substituted for 
the customary barn ration, and after the lambs had been on the casein 
diet for a period of time, they were changed to the low-nitrogen diet. 
The casein diet was fed again at the end of the experiment. The daily 
feed intake and the da% weights throughout the period are shown in 
figure 1, B and C. 

The results secured with lambs 2 and 3 were similar to those ob¬ 
tained with lamb 1. The lambs apparently did not notice when the 
change was made from the casein diet to the low-nitrogen diet. Their 
feed intake remained the same for a few days and their appetites 
were good. Then suddenly they began to refuse feed, and for the 
duration of the period on the low r -nitrogen diet, they would not con¬ 
sume the feed at the former level of intake. The condition of their 
feces was also abnormal. 

A change w r as made back to the casein-containing ration, and, again, 
insofar as could be determined, the lambs did not observe the change 
in their feed. After a few r days, however, a noticeable improvement 
t was made and both lambs almost completely regained their former 
* level of feed intake and appeared to be in good condition. Consider¬ 
able increases in bod} T weight were also made. 

DISCUSSION 

The data presented bring out clearly the fact that there are impor¬ 
tant factors in rations other than physical appearance, taste, or smell 
which may determine the amount of a feed or a ration that an animal 
wfill consume. Insofar as could be judged by inspection, the casein 
diet and the low-nitrogen diet were practically identical. The cooking 
and subsequent grinding of most of the constituents in each diet made 
them markedly similar in appearance and the taste and odor were 
almost identical, owing primarily to the addition of the anise oil. 
The accuracy of these observations is borne out by the fact that in 
no instance when the diets w ere changed did the lambs give any indi¬ 
cation that they noticed the change. It therefore seems logical 
to conclude that both diets were palatable and that the difference in 
feed consumption was due to the presence of the casein or more pro¬ 
tein in one of the rations. 

The low-nitrogen diet as prepared did contain an appreciable amount 
of protein furnished by the yeast. While this amount of protein 
would not have been sufficient to maintain the lambs adequately 
over a long period, it seems unlikely that the lack of even this essential 
nutrient would become apparent in so short a time. Probably the 
poor results obtained on this diet were due to the severe digestive 
disorders which occurred, rather than to the fact that the lambs w ere 
suffering from an actual deficiency of protein. 

As indicated by the curves in figure 1, the lambs made irregular 
increases in body weight at about the time that they began to refuse 
the low-nitrogen diet. This strongly indicated that normal digestion 
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followed by the elimination of the undigested material was not taking 
place. Also, in every instance, soon after the lambs began to refuse 
feed, they developed diarrhea to some extent. 

Daily fecal weights on the dry-matter basis were obtained in the 
observations with lamb 2. The data during the period on the low- 
nitrogen diet clearly indicate a decreased excretion of feces during 
the period prior to going off feed, when the lamb was making a sharp 
increase m body weight. These conditions were followed by a marked 
increase in the weight of feces excreted which corresponded to the 
beginning of the diarrhea experienced by the lamb. All of these results 
indicate that the digestive system of the animal was badly upset. 

While there are no specific data to explain the poor results obtained 
when the low-nitrogen diet was fed, it is possible that the cellulose in 
this diet may have been largely responsible for the digestive disorders 
which occurred. There is a common belief that protein stimulates 
the development of bacteria in the digestive tract, and if this is true 
the feeding of the low-nitrogen diet may have resulted in much less 
bacterial action than normal, causing a less complete digestion of the 
cellulose. This condition w ould result in digestive disorders and a 
decrease in the amount of feed desired by the animals. 

SUMMARY 

An attempt was made to prepare a low-nitrogen diet for lambs that 
could be used in connection with some of the studies at this station on 
the nutritive value of proteins. A mixture which was relatively low' 
in nitrogen and contained only purified ingredients was fed to three 
lambs. The diet appeared to be very well liked for the first few* days 
of feeding. At the end of that time, however, the iambs ate much 
less feed and gave definite indications of digestive disorders. Although 
the feeding of the diet was continued for several days after these con¬ 
ditions developed, the lambs would not consume as much feed as they 
had readily eaten of a diet which w as very similar except that it 
contained considerable protein. Apparently the digestive disorders 
brought on by the feeding of the low-protein ration caused the lambs 
to desire less feed. These results show' clearly the effect that a defi¬ 
ciency of protein may have on the digestive system of an animal and 
on the amount of feed that it will consume. 
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CROSS TRANSFER OF MINERAL NUTRIENTS TN^HFT 
TOBACCO PLANT 1 

By J. E. McMurtrey, Jr. 

Senior physiologist , Division of Tobacco and Plant Nutrition , Bureau of Plant 
Industry , United States Department of Agriculture 

INTRODUCTION 

Uniformity of growth in plants is a matter of considerable theoret¬ 
ical as well as practical interest. In studies concerning the mineral 
nutrition of tobacco, in regard to distinctive growth effects manifested 
by this plant (6*, 7, 10, 11) 2 it was frequently observed under field 
conditions ( 12) that one-half of a leaf exhibited characteristic defi¬ 
ciency effects when such effects w ere not so evident on the other half. 
The observed effects appeared to be due to a failure of cross transfer 
of nutrients even between halves of an individual leaf. These obser¬ 
vations furnished the basis for the investigations reported in this paper. 
The problem appears to have some bearing on the field placement of 
fertilizers, particularly separate placements of the different ingredients 
and deferred side dressings. 

The w ork of Gile and Carrero ( 8, 9) has definitely shown a reduction 
in growth and decreased absorption when the roots arc divided 
between different containers so that some portion or all of the root 
systems arc supplied with an incomplete nutrient solution. These 
authors did not describe in detail the appearance of the plants grown 
in tests. The studies by Aucbter (2) with woody plants support the 
idea that there is little or no cross transfer of nutrients but a free cross 
transfer of water in woody plants. Auditor foimd that there was a 
unilateral distribution, that is, the nitrate applied on one side of the 
tree produced responses that were evident on the side of the tree to 
which the application was made. Caldwell (3, 4) concluded that salts 
and carbohydrates were translocated up or down the plant stem but 
that there was little cross transfer of materials, localization of day- 
length effects reported by Garner and Allard (5) further emphasizes 
the failure of translocation. These workers found striking localization 
of the principle responsible for the initiation of flowering in plants. 
These observations are difficult to interpret from the standpoint of 
plant anatomy if there be any considerable movement through the 
vascular bundles, since Artschwager (1) has reported more or less com¬ 
plete anastomosis of these bundles, which should operate to mix all 
materials moving through these channels. 

1 Received for publication Jan. IS, 1937; issued October 1937. 

3 Reference is made by number (italic) to Literature Cited, p. 481. 
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PROCEDURE 

In an effort to determine why only one side of a leaf may manifest 
distinctive symptoms due to a deficiency of any one of the essential 
elements necessary for growth, the roots of the tobacco plant (Nico- 
tiana tabacum L.) were divided into approximately two equal portions, 
each of which was placed in a 1-liter Pyrex beaker, tall forai. The 
plant was held in position by a varnished wooden board provided with 
suitable holes and a stake to’which the plant was tied. Early attempts 
to produce the desired result were not successful, apparently because 
fibrous roots developing near the junction of the beakers tended to 
mix the two solutions through a wicklike effect. This complication 
is particularly serious in solution cultures but should not be operative 
in sand or soil cultures. In an effort to overcome this difficulty in 
studies conducted during 1930, the stalk was split to about 1 inch 
above the root crown. Under these conditions it was possible to 
obtain definite effects, which are described later. 

Since the procedure just described is open to the objection that the 
stele would be divided and cross transfer, therefore, prevented, further 
studies were undertaken. The fibrous roots were removed to avoid 
the mixing of solutions that occurred in the early trials. Solutions 
were prepared like those used in previous studies (11), from each of 
which one of the following elements was withheld in turn: Nitrogen, 
phosphorus, potassium, calcium, magnesium, sulphur, boron, iron, 
and manganese. After having been disinfected with silver nitrate 
according to the procedure previously described (11), plants were 
transferred on April 1, 1936, from soil to duplicate culture solutions 
from which, in each instance, one of the above (dements had been 
withheld, except that in one group all these elements were included in 
both containers. Each container w^as toerated by bubbling with com¬ 
pressed air at approximately 1 liter per hour. On May 17 all solutions 
were renewed, a complete solution being added to the container for 
one-half of the roots of each plant of the incomplete groups and to 
the containers for both halves in the complete group. Additional 
nutrient was subsequently added at intervals of 2 weeks. 

The procedure of growing the plants in incomplete nutrient solutions 
until characteristic deficiency symptoms developed, as previously 
described (11), was adopted because it appeared to give the most 
logical approach to the problem. It had been previously determined 
that the development of symptoms w as slow er than was the subsequent 
recovery. Such procedure caused the plant to develop symmetri¬ 
cally in regard to root and top grow th, permitting later changes to 
produce sharper contrasts. 

RESULTS AND DISCUSSION 

Except in the case of manganese, all cultures were manifesting 
characteristic deficiency effects at the time provision was made for 
supplying one-half of the roots with a complete nutrient solution (11). 
Two weeks later it was evident that cross transfer was not rapid 
enough to give uniform recovery. This condition extended even to 
a half of the individual leaf, as shown in figure 1, where a large portion 
of the leaf on one side of the midrib has recovered its normal green 
color while the remaining half is chlorotic because of a deficient 
supply of magnesium. This appears to be the first reported instance 
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Fiour* i.—Tobacco leaf manifesting one-sided recovery caused by supplying the element magnesium to 
one-half of the root system and withholding it from tne other half. 
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where a failure of cross transfer of a mineral nutrient in the individual 
loaf lias been shown to occur. Tliis situation was more or less common 
to deficiency symptoms manifested for all elements except manganese. 
Possibly the experiment was not of sufficient duration to induce 
effects from shortages of this element. The unilateral leaf manifesta¬ 
tion was not so commonly observed in calcium and boron deficiency 
combinations. 



Figure 2.— Tobacco leaves showing distribution of recovered and chlorotic leaves (A-H) removed from 
a plant from the base. A, upward to //, when magnesium was supplied to one-half of the root system and 
withheld from the other half. 


A question of some interest is whether recovery may be unilateral 
in the individual leaf, but this appears not to be the case. In some 
instances the entire leaf may show bilateral recovery, or again there 
may be a leaf that shows no recovery. Nor does there appear to be 
any definite relationship between the arrangement of affected leaves 
on the stalk and the 3/8 phyllotaxy of the tobacco plant. These 
observations are supported by figure 2, in which the leaves A to H 
are arranged as they occurred on the stalk, beginning at the base. 
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In this instance magnesium was supplied to only one-half of the 
roots. This same observation held true in greater or less degree for 
all combinations tested. In many instances there does appear to be 
unilateral or half-leaf manifestation, but the leaf halves concerned do 
not always occur on the same side. This is shown, for example, in 
figure 2, for B shows recovery on one-lmlf while I) manifests recovery 
on the opposite half. 

Conceivably it would be possible so to subdivide the roots that 
there would be a symmetrical effect, but such a result was never 



Figure *1 —Tobacco plants grown in solution cultures. A, Calcium added to container on left after being 
withheld for a time. This element was not added to container on right for period of observation. B, 
Complete nutrient solution supplied to both containers for the entire period of observation. 

observed in the combinations tested. It appears that no systematic 
arrangement can be expected, since it would be lughly improbable 
that by mere chance the roots could be divided in such a manner as 
to produce such a result. The plants made additional growth fol¬ 
lowing their transfer to the conditions adapted to study of recovery. 
This growth also manifested the failure of cross transfer, indicating 
that there would have been this failure even if the roots had been 
grown half in complete and half in incomplete solutions for the entire 
period. The experiment was discontinued June 18, approximately 
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1 month after the transfer was made, and none of the plants mani¬ 
fested symmetrical growth when any particular element was supplied 
to only one-half the root system. 

Failure of cross transfer of an essential nutrient results in a one¬ 
sided or twisted growth, as shown in figure 3, A , where calcium was 
not supplied during the early growth but later was supplied to the 
half of the root system nearest the letter A. It can be observed in 
this plant that the increase in size of the leaves is not unilateral in 
its distribution. Complete recovery from symptoms induced by 
calcium deficiency is not possible, since there is an actual break-down 
of the meristernatic tissues; but it is apparent that certain leaves 
have increased in size, even though the leaf tissues are missing at 
the tips and margins. The control plant (. B ), in which calcium has 



Figure 4.— Tobacco plants grown in solution cultures. A, Sulphur added to container on left after being 
withheld for a time. Container on right received no added sulphur. B, Complete nutrient solution 
supplied to both containers. 


been supplied to the entire root system during the period of observa¬ 
tion, manifests symmetrical development of both root and top grow r th. 

Unilateral distribution of mineral nutrients does appear to occur 
in some instances, as indicated by symptom manifestations. It was 
characteristic of those cultures in which sulphur was not supplied 
for a time and then was added to the container in which one-half 
of the roots were growing (fig. 4, A) that rapid recovery was exhibited 
on the side of the plant to which the element was supplied. Again, 
it is evident that the lower leaf on plant A manifests a one-sided 
growth. In figure 4, A f the container to the right has received no 
added sulphur, and it is evident that this half of the plant is stunted. 
There was also a decided difference in the shade of green, which 
tailed to register in the photograph. The leaves and even the leaf 
helves that manifested sulphur deficiency were a decidedly lighter 
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green. The control plant (, B) is normal in appearance and symmetri¬ 
cal in development. 

It has been observed under field conditions (12) that leaf halves 
manifest deficiency symptoms, and it would appear that failure of 
cross transfer is the explanation. It is conceivable that one portion 
of the root zone in which the plant is feeding is relatively more deficient 
in an element than another portion and that, owing to failure of cross 
transfer in the plant, one-half of the leaf would manifest more pro¬ 
nounced symptoms than the other half. In view of the fact that 
this situation has been observed to occur under field conditions, 
studies in fertilizer placement should take into account this phase 
of the problem. Placement to one side of the row and the application 
of different ingredients in separate, widely separated bands or positions 
in relation to the root system of the plant may not be desirable 
practices. The method of delayed side dressings should include 
ample provision for adequate distribution in relation to the root 
zone of the plant in question. The results presented in this paper 
appear to offer a logical basis for explaining the more efficient action 
of the fertilizer when placed near the plant in the region of maximum 
root development. 

SUMMARY 

It has been possible to reproduce experimentally, on one-half of 
an individual leaf, symptoms of nitrogen, phosphorus, potassium, 
magnesium, sulphur, and iron deficiency by withholding the element 
from a portion of the root system. Failure of cross transfer of the 
essential nutrients did not always manifest distinctive effects unilat¬ 
erally on the individual leaf, and the plant in some instances showed 
an entire leaf normal while an adjacent leaf bilaterally manifested 
symptoms of deficiency. A twisted or one-sided growth also resulted 
from deficiency of each of the above-mentioned elements and also 
of calcium or boron when they were not supplied to the entire root 
system. 

There was not always a unilateral distribution of the symptoms in 
relation to the root and top growth when the roots were divided so 
as to supply a given element to one-half of the root system and 
withhold it from the other half. Depending apparently upon root 
and top-growth relations, it appears to be merely a matter of chance 
as to what type of growth manifestation is obtained. 

The possible relation of these findings to fertilizer placement under 
field conditions is pointed out. 
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PHYSIOLOGIC RACES OF TILLETIA TRITICI AND T. LEVIS 1 

Bv H. A. Rodenhiser, pathologist , and C. S. Holton, associate pathologist , Division 
of Cereal Crops and Diseases , Bureau of Plant Industry , United States Department 
of Agriculture 

INTRODUCTION 

Since Faris (S) 2 obtained strong indications of physiologic specializa¬ 
tion in Tilletia tritici (Bjerk.) Wint. and T. levin Kuhn, pathogenic dif¬ 
ferences between races of both species have been studied by a number 
of investigators in the United States and Canada (1, 2, 5, 6 , 7, 8, 9, 10, 
12, IS , 14, 15). In these experiments the methods used have been 
more or less adapted to local conditions, and this has resulted in a lack 
of uniformity in the use of differential hosts and in the system of num¬ 
bering distinct races. Consequently it is to be expected that a number 
of the physiologic races that have been identified by different investi¬ 
gators will be duplicates. The reports of these experiments do, how¬ 
ever, serve as definite evidence that physiologic races of these fungi 
have become established in the important wheat-growing areas of the 
United States. The significance of this fact with regard to the prob¬ 
lem of bunt control needs no extensive elaboration. 

Certain wheat varieties have been distributed in the past that had 
proved to be resistant to bunt prevalent in the vicinities where the 
varieties were developed. However, when these varieties were grown 
commercially they were found to be susceptible. In most instances 
outbreaks of bunt in such varieties have been definitely associated with 
the appearance of previously undescribed races of the two species. 
Obviously, then, if a breeding program for the development of smut- 
resistant varieties of wheat is to be successful it is essential to know^ 
the number, distribution, and prevalence of physiologic races. To 
obtain this information more rapid progress will be made if a standard 
system for race identification is developed and generally adopted. 
r J s lie present paper is intended as a first step in this direction. 

MATERIALS AND METHODS 

Thirty-one collections of Tilletia tritici and 34 of T. levin have thus 
far been given race numbers by various investigators in this country. 
Of this group 24 of the numbered races of the former and 29 of the latter 
were obtained for testing by the w r riters. In addition, a number of 
miscellaneous collections of both species were tested. 

Ten varieties each of winter and of spring wheat were used as dif¬ 
ferential hosts. The winter wheats were Hybrid 128 (C. I. 3 4512), 
Ridit (O. 1. G703), Oro (C. I. 8220), Albit (C. I. 8275), Hohenheimer 
(C. I. 11458), Hussar (C. I. 4843), Minhardi (0.1. 5149), White Odessa 
(C. 1. 4055), Martin (C. I. 4403), and Turkey (C. I. 0175). In the 
final analysis of data only the first six of these w r ere retained as dif¬ 
ferential fiosts. The other four w r ere not considered for the following 
reasons: Minhardi was found to be similar to Hybrid 128 in its reac¬ 
tion to all races and collections tested; White Odessa w T as similar to 

1 Received for publication Jan. 18,1937; issued October 1937. Investigations conducted in cooperation with 
the West Virginia, Minnesota, Montana, Washington, and Oregon Agricultural Experiment Stations. 

a Reference is made by number (italic) to Literature Cited, p. 495 

3 CM. denotes accession number of the Division of Cereal Crops and Diseases (formerly Office of Cereal 
Investigations). 
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Albit in this respect; no pathogenically distinct races could be differ¬ 
entiated on Martin that were not equally well differentiated on either 
Albit or Hussar; Turkey (C. I. 6175) was not consistent in its reaction 
to certain races when grown under a fairly wide range of environmental 
conditions. The spring wheats were Ulka (C. I. 11478), Marquis 
(C. I. 3641), Canus (C. 1. 11637), Mindum (C. I. 5296), Hope X 
Ceres (C. I. 11432), Ruby (C. I. 6047), Garnet (C. 1. 8188), Thatcher 
(C. I. 10003), Golden Ball (C. I. 11477), and Vernal emmer (C. 1. 
3686). In the analysis of data only the first four of these were re¬ 
tained as differential hosts. Certain races could be identified by their 
reaction on the latter six varieties, but none that were not equally well 
differentiated on the Ulka, Marquis, Canus, and Mindum combination. 

Seed of the differential hosts was treated with formaldehyde accord¬ 
ing to the standard dip method, thoroughly washed with water to re¬ 
move all traces of formaldehyde, and allowed to dry. Powdered inoc¬ 
ulum from each collection was then applied to each lot of seed at the 
rate of approximately 0.5 g to 100 g of seed. The inoculated seed was 
planted at the rate of 5 g to the row in duplicate systematically distrib¬ 
uted 6-foot rows. The inoculum of each race to be used in the suc¬ 
ceeding year’s test was collected on the same date and subsequently 
stored at room temperature in the laboratory. In preparing the inoc¬ 
ulum and in inoculating and planting the seed, adequate precautions 
were observed to prevent mixing of the spores of different species and 
races. The smut percentages obtained were based on counts of 300 
heads per row at Bozeman, Mont., and counts on the total number of 
heads per row at Kearneysville, W. Va., and Pullman, Wash. There 
were approximately 200 heads per row at Kearneysville and 400 per 
row at Pullman. 

In the analysis of these data only those collections of smut possessing 
fairly wide differences in pathogenicity were considered as distinct 
races. With the present technique for separating races of Tilletia, 
environmental conditions are not accurately controlled nor are they 
duplicated at different stations and in different years. It is therefore 
impossible to make such fine distinctions as have been made in the 
rust fungi, in the study of which the environmental conditions affecting 
both the host plant and the fungus may be easily controlled. When 
a sufficiently large number of tests have been made under controlled 
conditions or under different environmental conditions in sufficient 
number to permit a statistical analysis of the results, smaller differ¬ 
ences in pathogenicity may possibly be found to be significant. Until 
then, classifications of races of Tilletia are necessarily more or less 
arbitrary, and it would seem logical that separations should be made 
only where the differences in pathogenicity are fairly wide and reason¬ 
ably consistent. In previous work relatively narrow limits in infection 
range classes have been considered significant for the purpose of 
separating physiologic races. As a result, four to six classes have been 
used by various investigators. However, in the present tests varia¬ 
tions between results with the same smut collections at different 
stations m 1 year and in the results from replications at the same 
station were frequently great enough to interfere with the use of a 
classification with more than three infection classes as follows: 

0-10 percent infection— resistant class (R). 

11-40 percent infection ^intermediate class (\). 

41-100 percent infection = susceptible class (8). 
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In establishing these classes consideration has been given to the 
tendency toward variation in smut percentages produced by the same 
races on the same varieties, in different replications, in different years, 
and in different localities. It is clear from the data in table 1 that 
within the resistant class the variability in percentages of infection is 
small and that the upper limit for the class should be approximately 
10 percent. These data also indicate that as the degree of resistance 
decreases the variability in the percentages of infection obtained with 
any one collection of smut increases. For example, as recorded in 
table 1, the percentage of smut on Albit inoculated with T-4 varied 
from 10 to 44 percent depending on the locality or the year the test 
w r as made. It is to allow r for such variations in percentages as these 
that the limits for the intermediate and susceptible classes have been 
established. 

Tests for the differentiation of physiologic races are considered satis¬ 
factory in these experiments only when GO percent or more smut 
developed in the generally susceptible varieties, Hybrid 128 and lllka. 
Accordingly no data are presented from tests in which infection in 
these varieties failed to reach this figure. The classification as re¬ 
corded is based on results obtained in tests with winter wheat in 1 of 
the 4 years the experiments were made at Keameysville, W. Va.; in 
1 of the 3 years at Bozeman, Mont.; and both of the 2 years at Pull¬ 
man, Wash. In the tests with spring wheat, satisfactory data for 
race differentiation w T ere obtained in 1 of the 3 years tests were made 
at Bozeman, and 1 of the 2 years at. Pullman. No significant data 
were obtained in two seasons the tests w ere made with spring wheat 
at St. Paul, Minn., because of drought conditions, and w r ith winter 
wheat at Corvallis, Oreg., because of poor stands. 

Reactions that differentiate physiologic races are indicated in 
table 3 by the bold-faced type, and the letter T or L is prefixed to the 
race numbers to denote the smut species Tilletia tritici and T. levis , 
respectively. 

RESULTS 

IDENTIFICATION OF PHYSIOLOGIC RACES 

At the present time tests adequate to warrant classification have 
been made with 24 collections of Tilletia tritici and 28 of T. levis. 
From these collections 11 patliogenically distinct races of T. tritici 
and 8 of T . levis have been identified and assigned letters and numbers 
T 1 to T--11 and L-l to L-8, respectively. The average percentages 
of smut produced by these races at different stations and in different 
years are recorded in table 1. The sources of inoculum for these 
tests, together with the assigned race numbers, are recorded in table 2. 
The reactions that serve to differentiate the races of T. tritici and T . 
levis are presented in table 3. 

In previous investigations the identification of physiologic races of 
Tilletia tritici and T. levis has been based upon their reaction on either 
winter or spring w r heats alone. The results of the present studies 

S liasize the value of using both wdnter and spring varieties as 
rential hosts. For example, races L-l, Lr~2, and 1/ 3 (table 3) 
are differentiated on spring wheats alone, races Lr-6 and Lr-8 on winter 
wheats alone, and races Lr 4 and Lr-5 on a combination of both winter 
and spring wheat varieties. Race L~7 is clearly differentiated by its 
reaction on either the spring or winter wheat varieties. Similar 
results w'ere obtained with races of T. tritici (table 3). 
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! The reaction of this race on the spring wheat host testers was obtained in 1936 only. 
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Table 2. —Previously numbered physiologic races and miscellaneous collections of 
Tilletia tritici and T. levis grouped to correspond with new race numbers 


Smut species 


Physio¬ 
logic race 
no i 


Source of inoculum 


Tilletia tritici,., J{ 


Txllttia lems .{ 


T-l 

T-2 


T-3 

T-4 

T-5 

T-0 


T-7 
T-8 
T-0 
T-10 
T-ll 
L—1 
L 2 


L 3 


Tv-4 

L-5 

Iv-f) 

Tv-7 

lr8 


Gaines’ 1; Flor’s 0; Reed's 3; collection from Davis, Calif. 

Holton’s Vernal emmer race; Holton’s Mindum race; collection from Lang- 
don, N. Dak. 

Reed’s 6; Young’s Montana collection 38. 

Reed's 2. 

Reed's 4 

Gaines’ 3; Bressman’s 7 and 10; Young’s Montana collection 20; Hodenhiser 
and Sfakman’s Manitoba collection. 

Collection from Pullman, Wash. 

Games’ 2; Bressman’s 9; Young's Montana collection 100. 

Bressinan’s 8; Flor's 7. 

Collection from Lind, Wash. 

Collection from Pullman, Wash. 

Reed’s 4; Flor's 1, 2, and 0. 

Rodenhiser and Stakman’s 2; Holton's Marquis race; Aamodt’s 2; collections 
from Brookings and Redfield, S. Dak.; Fargo and Dickinson, N. Dak. 
Games’ 6; Bressman’s 3; Flor’s 3 and 5; Melehers’ 1 and 0; Young’s Montana 
collection 8; Tingey’s Utah collection 2; collections from Bozeman and 
Moccasin, Mont. 

Bressman’s 4; Tingey’s Utah collection 6. 

Melehers’ 2. 

Collection from Moore, Mont. 

Flor's 4; Tingey’s Utah collection 4. 

Pressman's 6. 


i Additional racos have been tested that were identified by earlier investigators on different hosts not 
available for these tests. It may be of interest to record their react ion on the present host testers. Aamodt’s 
races 3 and 4 of Tilletia levis had the same reaction as lus race 2, reclassified here as L-2. Likew isc, Melehers' 
race 7 was the same as his race 2, reclassified here as L-5. 

Table 3 —Relative susceptibility 1 of 10 differential hosts to It physiologic races of 
Tilletia tritici and 8 physiologic races of T. levis 

fK = O-l0 percent; 1=11-40 percent; £-*41-100 peicent) 

TILLF/11A TRITICI 


Physiologic race 
no 

Ridit 

l <c i ; (C 1 

4512) ! ()70H) 

Oro 

1 (C I 

t 8220i 

; Hohen 
: heimei 

I (C l 
1I4«’)8) 

Hussar 
(C I 
4843) 

i Allot 
; (c i 

j 8275; 

! I'lka 
; (C I 
11178) 

■ Mar- 
! qur> 

. (C 1 
3041) 

i Conus 
! ((' i 
| 11037) 

Mm- 
i dum 
| (C I 
5296 ) 

T-l... 

s 

1 K 

It 

It 

j it 

j R 

i s 

5-1 

1 R 

R 

T-2_ 

s 

; R 

It 

• R 

K 

K 

t h 

R 

R 

S 

T-3 

s 

1 R 

. R 

, K 

R 

H 

' s 

1 s 

I 8 

I 

T 4 . . . . 

* 

| R 

It 

! it 

R 

‘ I 

1 8 

s 

! R 

1 

T 5 . . . 

s 

1 R 

! R 

it 

It 

I 

i 8 

1 s 

j 8 

I 

T-0. 

s 

i K 

! It 

i R 

R 

8 

1 S 

s 

R 

I 

T-7__ 

s 

i H 

It 

It 

I 

S 

s 

s 

1 

1 

T-8. 

8 

K 

It 

i K 

S 

S 

s 

! s 

! 8 

1 

T-y_ . 

s 

! R 

it 

1 

R 

R 

s 

! I 

R 

1 

T-10 

s 

i R 

R 

s 

It 

R 

R 

, 1 

R 

It 

T-ll .. . ..| 

s 

s 

1 R 

1 It 

: it 

It 

{ I 

’ ri 

! 8 

, I 

1. 1 _ 

s 

! 1 
1 R 1 

TILLETIA 

It 1 R 

LKVTS 

It 

R 

8 

I 

R 

L 

L-2 . 

s 

i K i 

It 

It 

R 

R 

S 

S 

R 

I 

L-3 

H 

1 R 1 

R 

R 

R 

R 

8 

8 

S 

I 

L-4 . _ 

H 

R 

R 

R 

It 

8 

8 

I 

R 

I 

1. 5 . ! 

8 

It 

It 

R 

R 

8 

S 

B 

8 

1 

L-0 . .. ; 

S 

R 

It 

K 

1 

S 

8 

8 

B 

I 

L-7 . ! 

s 

It 

R 

R 

S 

S 

1 8 

I 
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. ! 

‘ s 
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8 
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It 

R 
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S i 

S 
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. 1 

— 

- _ 


.. . _ 

. _ 

_ . - 



_ 

__ 


1 Die reaction of spring wheat differential hosts to this race was obtained in 1936 only, and the results are 
therefore not strictly comparable with those recorded for the other races The results are included, however, 
to indicate particularly the resistance of Ulka to race T-10 

2 Reactions that differentiate physiologic races arc indicated by bold face type 
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The results indicate further that certain varieties, completely sus¬ 
ceptible to a large number of races, mav carry factors for resistance 
to others. The spring wheat variety Ulka was originally selected as 
the susceptible check on which to base the relative susceptibility of the 
differential hosts. It was found in later tests that Ulka, although 
completely susceptible to most races, carries factors for resistance to 
T~10 and T-ll. It is possible, then, to strain out certain races from 
mechanical mixtures even on what has been generally considered a 
susceptible variety. The races T-10 and T-ll should be noted also 
with regard to their reaction on the varieties Hohenlieimer and Ridit. 
Although lacking in factors for pathogenicity on Ulka, T-10 is par¬ 
ticularly virulent on Hohenlieimer, which is highly resistant to all 
other races except T-9. Hohenlieimer is intermediate in its reaction 
to T-9. Likewise T-ll, although relatively low in virulence on Ulka, 
is extremely pathogenic on Ridit, which is resistant to all other known 
races. 

As indicated in table 2, a number of races which had previously been 
identified were found to be duplicates. Furthermore, a few smut 
collections that had been reported as pathogenicallv distinct did not 
appear to be so in these tests. Two explanations may be offered for 
these latter results. Either there wore mixtures of races of the same 
species in the original collections that were later separated by “varietal 
screening” {2> 4, 17) or the clilamydospores wore of hybrid origin. 
Usually in making collections 50 or more bunted heads are collected 
in each field, and within these collections from single fields mixtures of 
TiUetia tritici and T. levis are frequently found. This is particularly 
true of collections made in the western half of the hard red spring 
wheat area and in the intemiountain area of the Pacific Northwest. 
Pathogenicallv distinct races also appear to be equally well distributed 
in these areas, and it would be surprising if some of tlie original collec¬ 
tions did not contain race mixtures. Since the time the inoculum 
used in the present tests was obtained from the original investigators 
there has been opportunity for varietal screening of races, for each 
year inoculum for subsequent tests has been collected from a single 
differential host. Assuming there were race mixtures in the original 
collection this would tend to purify the inoculum, and consequently 
results comparable w ith those reported originally w ould notbe obtained. 
Hybridization might also account for the inconsistencies referred to. 
Relatively little is known regarding the genetics of the bunt fungi; 
but Flor ( 4 ) has shown that interspecific and intraspecific hybridiza¬ 
tion may take place in TiUetia , so there is a possibility that the clilam- 
vdosporcs of the original collection were of hybrid origin. Segre¬ 
gates carrying different factors for pathogenicity may have been 
separated in the process of varietal screening, which would likewise 
account for the differences in the reactions obtained with the original 
collection and those in the present tests. 

One of the principal objects in standardizing the race numbers and 
in identifying new races has been to utilize them in the breeding pro¬ 
gram for the development of smut-resistant varieties of wheat. It is 
probable that with the present technique for differentiating these races 
of TiUetia minor factors governing pathogenicity are being overlooked. 

22700—37-2 
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When new differential hosts are obtained and when tests are made 
under controlled environmental conditions not only during the time 
of infection but also during subsequent plant growth, more of these 
“border-line” races may be differentiated. However, from the 

} >ractical point of view, in the development of smut-resistant varieties 
rom the present stock of parental wheats it would seem unnecessary 
to have to take into account races having these minor differences. 
For example, from the data recorded in table 1, Oro is shown to be 
resistant to all races except L- 8 while Ridit is resistant to all except 
T-ll. It would be expected, then, that certain progeny from 
Oro X Ridit would carry factors for resistance to all races. Similarly, 
as indicated in the data in table 1, resistant progeny should be obtained 
in crosses of Oro or Ridit with Hussar and Ilohenheimer. 

Although in this paper emphasis has been placed on the separation of 
races on the basis of pathogenicity, in studying the inoculum of differ¬ 
ent collections and the effect on the host plant it was obvious that 
there were other criteria by which a number of races could be iden¬ 
tified. They include differences in the size, shape, and hardness of 
the smut balls, in the degree of reticulation of the clilamydospore 
walls, in the color of the clilamydospore mass, in the degree to which 
certain varieties of wheat are stunted, in the partial smutting of 
certain varieties, in the degree to which the various races cause 
dropping of the awns of the variety UJka and, lastly, in the degree to 
which they cause laxness in the spikes of infested plants, particularly 
when grown under greenhouse conditions. Certain of these differences 
were noticed not only between the races found to be pathogenic-ally 
different but also between collections which, with the present tech¬ 
nique, were found to be pathogenic,ally the same. 

REACTION OF VARIETIES UNDER DIFFERENT ENVIRONMENTAL CONDITIONS 

Soil-temperature and moisture conditions during the time infection 
may take place (11) and post-infection temperatures (16) have been 
foimd to be some of the factors determining the amount of smut 
that may develop in a- susceptible variety. Furthermore, Aamodt (1) 
reported that when subjected to different temperatures some physio¬ 
logic races appeared to respond differently in infection capability. 
Although the plantiugs in the present experiments were made at the 
different stations when soil-temperature and moisture conditions were 
believed to be optimum for infection, there obviously would be other 
environmental conditions that would not be constant, such as soil 
type, fertility, and weather conditions after emergence of the seedlings. 
The question arises, then, as to the constancy of the reaction of the 
differential hosts to the physiologic races at different stations and in 
different years. The average percentages of smut produced by the 
11 races of Tilletia tritici and the 8 races of T. levin at different stations 
and in different years are recorded in table 1. These data indicate 
a fairly close correlation in the reaction of each race on all of the 
winter wheat differential hosts at Pullman, Bozeman, and Kearneys- 
ville and in the reaction of three of the four spring wheats at Bozeman 
and Pullman. There are some exceptions. In 1934, Albit, inoculated 
with T-4, developed only 13 percent of smut at Bozeman: in 1935, 
18 percent at Pullman; and in this same year 44 percent at Koarneys- 
ville. Likewise, there was a wide difference in the susceptibility* of 
Hussar to race L-7 at different stations. Tn 1935 this variety inoou- 



Oct. 1, 1037 


Physiologic Races of Tilletm tritici and T. lens 493 


lated with L-7 developed 26 percent of smut at Pullman and 81 per¬ 
cent at Kearneysville. It is possible that some varieties may differ 
in their susceptibility to certain races of T. tritici and T. levis when 
grown under different environmental conditions. There is evidence 
that this may be the explanation for the above-mentioned variations. 
As indicated in table 1, Mindum was found to be generally more 
susceptible to certain races at Bozeman than at Pullman. In the 
same tests, however, the pathogenicity of these races did not vary 
appreciably on other differential hosts. This would indicate that the 
variation in susceptibility of Albit, Hussar, and Mindum mentioned 
above is due to the effect of environment on the host rather than on 
the fungus. Furthermore, the environmental effect appears to be 
expressed only in the reaction of certain varieties to certain physiologic 
races. Additional evidence of this kind is presented in table 4. 
Turkey (C. T. 6175) was found to be decidedly less susceptible to 
races T-l, T~4, and T-6 and to L-l, L-2, and L-4 at Kearneysville 
than at Pullman. The reaction with the other races on this variety 
were, however, (dearly more consistent. 

Table 4. —Reaction of Turkey (C. I. 0175) and Hybrid 128 (C. I. 4512) to each of 
8 physiologic races of Tilletia tritici and T. lens at Kearneysville, IT. Ya. and 
Pullman , U 'ash , in 1025 


PereenfHtfp of smut at localities indicated « Percentage of .smut at localities indicated 

on- on 


Ph\M’o- 
loKic race 
of T intv i 

! Turkey 


Hybrid 12S 

Ph>MO- 
lofiK 1 rwi> 
of T 

In is 

Turko> 

11 > bud 12s 













Kearne>s- 
\»Ho 

Pullman 

Kearneys¬ 

ville 

Pullman 

Kearnejs- 

MUe 

Pullman 

T l 

1 t 1 

2(1 

84 

8‘2 

L-l 

1 5 

48 

89 


92 

T 2 

25 

25 

95 

81 

L-2 .. 

16 

77 

89 


92 

T-3 

S4 | 

m 

80 

92 

IVI_ 

72 

84 

92 


89 

T-L .. 

13 * 

u 

| 90 

93 

L-4_ 

i 10 

48 

| 83 


9(> 

’IV... 

s~ | 

90 

! 93 

91 

L-5. . 

1 71 

80 

! 83 ; 


88 

'1' . 

5 

■10 

' 94 

91 

Ii~6. - - 

74 

89 

89 j 


93 


72 ! 

49 

i hi 

90 

Ij--7— 

, 91 

82 

95 | 


85 

l'-H. . 

S7 , 

H5 

| so 

95 

L H . 

i 

89 

92 { 


9' 


Obviously, this evidence that certain varieties may differ in response 
to races of Tilletia under different environmental conditions is of 
significance in connection with the problems discussed in this paper. 
In order to establish the principle of physiologic specialization within 
the species or to obtain information with regard to the number of 
pathogenically distinct races that may be present in a somewhat 
localized wdient.-growing area it w-ould seem justifiable to make test* 
at a single station. However, to more accurately standardize a general 
system of classification of races and to determine their significance in 
a general wheat-improvement program, the virulence of races must 
be determined in comparative tests made in more than one geograph¬ 
ical area. 

DISCUSSION AND CONCLUSIONS 

Eleven physiologic races of Tilletia tritici and eight of T. lens have 
been separated on the basis of differences in their pathogenicity on 
six varieties of winter wheat and four varieties of spring wffieat. 
Although sufficient data are not yet available to permit a detailed 
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discussion of the distribution of these races, there is evidence that 
several of the same races commonly found in the Pacific Northwest 
are also present in the hard red spring and winter wheat areas. With 
the interchange of seed and the opportunity for wind dissemination 
of inoculum it will not be surprising it all the identified races eventually 
become distributed in all of the wheat-growing areas of the United 
States. Thus, it follows that the development of a smut,-resistant 
variety of wheat is not a localized problem that may be solved by the 
development of a variety of wheat resistant to smut collected in the 
immediate vicinity of the station where the breeding work is done. 
In order to thoroughly determine the bunt resistance of varieties, the 
facts emphasize the need of extensive tests conducted in widely sepa¬ 
rated areas with all of the known physiologic races of the bunt, fungi. 
Obviously, the adoption of a standard system of determining the 
number and distribution of physiologic races will aid in the progress 
of this program. 

The number of pathogenic ally distinct races that may be identified 
from a large number of smut collections depends to a considerable 
extent on the varieties used as differential hosts and on the limits 
of the infection classes, which up to the present time have been more 
or less arbitrarily selected. The races to which numbers have been 
assigned very probably do not represent the total among the several 
hundred collections of both species of Tilletia that were originally 
made. In fact, in preliminary tests with recently made smut collec¬ 
tions there is evidence of additional races some of which have fairly 
wide differences in pathogenicity. Furthermore, data were obtained 
on the pathogenicity of a number of collections not recorded here 
because of their so-called border-line differences in pathogenicity. 
However, for the time being, in the program for the development of 
smut-resistant varieties of wheat, we are particularly interested in 
those races that have rather wide differences in pathogenicity. 

From the results of these experiments it seems that it slioidd be 
possible to breed varieties of wheat possessing desirable agronomic 
characteristics and a high degree of resistance to the known races of 
Tilletia. Oro and Ridit are both agronomicallv desirable wheats and 
are in commercial production at the present time. Oro is resistant to 
all of these races except L-8 and Ridit to all except T—11. It, would 
be reasonable to expect certain progeny from Oro X Ridit to earn* 
factors for resistance to all of the known races. Likewise, Hohenheimer 
and Hussar should be of value as parent stocks in the development 
of smut-resistant varieties. Hohenheimer, though not a commercially 
desirable wheat, is susceptible to only one race and intermediate in 
its reaction to another. Hussar, which is at present being used as a 
parent for both winter and spring wheat crosses, is susceptible to tw r o 
races and intermediate in its reaction to two. It seems possible that 
segregates will be obtained from crosses with some of these varieties 
in which desirable agronomic characteristics are combined with smut 
resistance to the known races of Tilletia. 
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SUMMARY 

Twenty-four collections of Tilletia tritici and 29 of T. levis , each of 
which had been identified as a distinct physiologic race by previous 
investigators, together with a number of miscellaneous collections of 
both species, have been tested under comparable conditions at several 
experiment stations. Under the conditions of these experiments a 
number of the collections appeared to be duplicates. Eleven physio¬ 
logic races of T. tritici and eight of T. levis were pathogcnicallv distinct 
and have been assigned letters and race numbers T-l to T- ll and 
L-l to L-8, respectively. 

The value of using both winter and spring wheat varieties as differ¬ 
ential hosts is emphasized. With the varieties used in these experi¬ 
ments certain races may be differentiated on winter wheats alone, 
some by their reaction on spring wheats, and certain others by their 
reaction on the combination of both winter and spring varieties. 

The spring wheat variety Ulka, although completely susceptible to 
most races, carries factors for resistance to at least two races. It is 
possible, then, to strain out certain races from mechanical mixtures 
even on what is generally considered to be a completely susceptible 
variety. 

A number of physiologic races differed in characteristics other than 
pathogenicity. They include certain morphological variations in 
chlamydospores and smut balls and in color of the spore mass and 
certain differences in their effect on the host plants as regards stunting, 
dropping of the awns, and degree of laxness in the spikes. 

Turkey (C. I. 6175) and Mindum (C. I. 5296) were found to differ 
in susceptibility to certain races of both species when grown under 
different environmental conditions. This variation appears to be due 
to the effect of environment on the host rather than on the fungus and 
is expressed only in the reaction of certain varieties to certain physio¬ 
logic races. 

There are several agronomicallv desirable wheat varieties that are 
highly resistant to a large number of the known physiologic races of 
Tilletia tritici and T. lens . No two of these varieties are susceptible 
to the same race. It should be possible, therefore, to obtain hybrids 
in which factors governing resistance to all races of Tilletia are com¬ 
bined with those governing other desirable agronomic characters. 
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FUSARIUM RESISTANCE IN WISCONSIN ALL SEASONS 

CABBAGE 1 

By L. M. Blank 2 

Assistant pathologist , Division of Fruit and Vegetable Crops and Diseases, Bureau 
of Plant Industry, fUnited States Department oj Agriculture 

INTRODUCTION 

The control of the yellows disease of cabbage (Brasstea oleracea L.) 
has been effected through the development of varieties of cultivated 
cabbage ( B . oleracea capitata L.) that are resistant to the soil-borne 
parasite, Fusarium conglutinans Wr. Wisconsin All Seasons, one of 
the first of the yellows-resistant varieties developed, was released 
for commercial distribution in 1920 (6): 8 The parent strain (XXV- 
7-2s) was a progeny derived from the self-pollination of a plant of the 
variety All Seasons which had remained free from disease on yellows- 
infested soil in the Wisconsin field trial of 1910. Trials of this progeny 
in the field in 1917 and 1918 gave 5 and 1 percent disease, respectively, 
while All Seasons showed 80 and 60 percent, respectively. Heads 
selected from this strain served as the foundation stock from which 
the resistant variety Wisconsin All Seasons was derived. This variety 
is widely used for sauerkraut manufacture in the Middle West and 
consistently shows a high percentage of disease-free individuals on the 
most severely infested field soils. 

Recent studies with Wisconsin Hollander (1) have shown that it 
did not contain the single dominant gene for resistance to yellows, as 
has been described in a number of the resistant varieties of cultivated 
cabbage, in brussels sprouts (Brassica oleracea gemmijera DC.), in 
kohlrabi (. B . oleracea caulo-rapa DC.), and in wild cabbage (B. 
oleracea ) (2, 8, .9, 10, 11). Resistance to Fusarium in Wisconsin 
Hollander is apparently due to a number of factors, cumulative in 
effect, which control a type of resistance that is effective at moderate 
soil temperatures but not at constant soil temperatures of about 24° C. 
Resistance in the other investigated varieties of cabbage and allied 
forms is due to a single dominant factor and remains effective at soil 
temperatures of 24° and slightly above on heavily infested soils. 
This type of resistance is designated as type A. The other, mani¬ 
fested by Wisconsin Hollander, is designated as type B. The chief 
difference between the two types, on which the technique of distin¬ 
guishing them is based, is that type A is due to a single dominant 
gene, whereas type B is more complex genetically. Plants of type A, 
when crossed with a very susceptible line, yield progenies that 
remain free from yellows when grown on infested soil at a constant 

1 Receivedfor publication Jan. lft f 1037; issued October 1937. Cooperative investigations of the Division of 
Fruit and Vegetable Crops and Diseases, Bureau of Plant Industry, U. S. Department of Agriculture, and 
the Department of Plant Pathology, University of Wisconsin. 
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temperature of 24°. Plants of type B so crossed yield progenies 
that succumb to the disease on infested soil at 24°. 

Wisconsin All Seasons has never been examined critically as to the 
nature of its resistance. The studies herein reported were under¬ 
taken to determine the nature of resistance in this variety and to 
improve the variety in uniformity and in other characters. 

MATERIALS AND METHODS 

The cabbage material from which selections were made represented 
two strains of the resistant variety Wisconsin All Seasons (WAS-1 
and WAS-2). Other lots used for comparative purposes included 
two lots of the susceptible variety All Seasons (AS-1 and AS-2), a 
highly susceptible connnercial variety of Danish Ballhead, and a 
homozygous susceptible line (77- series) derived from a Flat Dutch 
variety. As the result of numerous field and greenhouse trials, the 
last two lots of material were known to be very highly susceptible to 
the yellows disease and apparently carried little or none of type B 
resistance. Individuals from the 77- line were used as a source of 

E ollen for crosses. Throughout the discussion of results this line will 
e referred to as a highly susceptible line of cabbage. 

The material used for breeding purposes was handled in the manner 
described by earlier writers (11). Controlled pollination was effected 
in the greenhouse, where flowering branches were covered with glassine 
bags to reduce the chance of contamination by other pollen. Field 
trials were conducted on thoroughly infested soil in Racine and 
Kenosha Counties, Wis. Seedbeds were planted on yellows-free soil, 
and the seedlings were transplanted to the trial plot during the early 
part of July. The development of disease symptoms was followed 
throughout the season, bamboo stakes being used as permanent 
markers of plants showing external symptoms of the yellows disease. 

To supplement the field studies, additional trials were conducted on 
yellows-infested soil in the greenhouse. Artificially inoculated soil 
(prepared by adding corn meal-sand cultures of the yellows organism 
to yellows-free soil), naturally infested soil from Racine County, or a 
mixture of the two types of soil was used. Thorough infestation of 
the several soils was evident from the reaction of susceptible seedlings 
used in each greenhouse experiment. The trials were conducted under 
semieontrolled and controlled soil temperatures. In the first case, the 
seedlings were transplanted to benches or flats containing yellows- 
infested soil and a soil temperature favorable for disease development 
was attained by adjusting the surrounding air temperature of the 
house. Wide fluctuations in the soil temperature occurred, but in 
general a temperature favorable for the expression of disease symptoms 
was maintained. Controlled soil temperatures were secured by the use 
of Wisconsin soil-temperature tanks. 

EXPERIMENTAL RESULTS 

During the early progress of the work it was observed that in the 
field trials of the progenies from self-pollination there was a marked 
deficiency of diseased individuals in supposedly homozygous suscep¬ 
tible (rr) progenies and in segregating (Rr) progenies. It was evident 
that there exists in Wisconsin All Seasons a condition in some respects 
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similar to that observed in Wisconsin Hollander by Anderson ( 1) 
(type B resistance). The inheritance of type A resistance and of 
type B resistance is discussed separately in the following sections. 

TYPE A RESISTANCE 
Fi Progenies 

The initial head selections were made from two lots of the Wiscon¬ 
sin All Seasons variety in 1931 and 1932. The heads selected in 1931 
represented plants of the best type from a population that had been 
subjected to severe selection for resistance in a yellows trial conducted 
in the greenhouse; some of those selected in 1932 were from a yellows- 
infestcd field, others from a yellows-free field. The seed grown from 
the heads selected in 1931 and 1932 was produced under conditions of 
controlled pollination in the greenhouse in 1932 and 1933, respectively. 
Some of the blossoms on each plant were self-pollinated and some w r ere 
crossed with pollen from a highly susceptible line. 

The Fj progenies from self-pollination were tested in the field in 
1933, and certain of the lines were retested in the field trials of 1934 and 
1935. The progenies of crosses were tested almost entirely in the 
greenhouse, although several were included in the field trials. 

The results of trials in the field, in the greenhouse under semicon- 
trolled soil temperatures, and in the soil-temperature tanks are con¬ 
sidered separately (table 1). On the basis of their disease reaction 
under controlled conditions, the progenies have been grouped into 
three classes according to the apparent genotype of the parent plant 
The homozygous-susceptible (rr) class includes those plants the 
progenies of which comprise only susceptible individuals. The 
heterozygous-resistant class (Rr) includes those plants the progenies 
of which, from self-pollination, show approximately 25 percent of the 
individuals diseased and, from crossing with a homozygous-susceptible 
line, approximately 50 percent of the individuals diseased. The 
homozygous-resistant class (RR) of plants yielded no significant 
number of susceptible individuals in the F x progeny either from self- 
pollination or from crossing with a homozygous-susceptible line. 

Table l.~ Behavior of F\ progenies of selected plants showing type A resistance to 
Fusarium in field and greenhouse 


Conditions of test 


Field.. 


Greenhouse, semicon* 
trolled... 

Greenhouse, controlled 
(24° C.). 


Progenies from self-jiollination 


Progenies from cross of selected 
plant with susceptible line 


uenoiype oi 
parent plant 

Prog- 

enies 

tested 

Total 

Diseased 

Prog¬ 

enies 

tested 

Total 

Diseased 


plants 

plants 

plants 

plants 


Xu mber 

Number 

Percent 

Number 

Number 

Percent 

rr. 

11 

440 

27 

3 

142 

54 

Rr .. .. 

27 

2,017 

5 




RR, - 

» 

400 J 

2 




rr. 

2 

03 ! 

92 

"T 

' 227 

98 

Rr . ~ 

20 

2,715 1 

10 

! 34 ! 

3,445 

46 

RR . j 

2 

181 

0 

9 

624 

0 

rr.. . 

7 

218 

91 

! 8 

643 

08 

Rr .. 

21 

1,463 

22 

1 16 

1.152 

48 

RR .. . 

7 

200 

0 

1 

i f> 

236 

0 
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It soon became evident that the genotypes could not be distin¬ 
guished on the basis of field trials alone. However, under the more 
favorable conditions for the disease in the greenhouse trials, both 
semicontrolled and controlled, the genotypic constitution of plants 
could be determined quite accurately on the basis of progeny tests. 

F 2 Progenies] 

From 19 of the F x selfed progenies selections were made for seed 
production representing the three genotypes of type A resistance, 
and F 2 selfed seed was secured from 108 of the F x plants. From 103 
of the plants seed was obtained from a cross with susceptible plants. 
The Fo selfed progenies and the F x progenies from the susceptible 
crosses were tested in the field, some of them during two successive 
seasons, as well as in the greenhouse. The disease reaction in the 
greenhouse trials showed that they were derived from mother plants 
representing one or another of the three genotypes (table 2). Lack 
of expression of disease symptoms was very evident in certain of the 
progenies in the field trials, preventing an accurate determination of 
the number of individuals in the susceptible class. However, when 
such progenies were tested in the greenhouse this difficulty was 
largely overcome. Selections from F x selfed progenies which had 
been classified as homozygous for resistance were found to yield 
completely resistant F 2 families. 


Table 2. —Behavior of F 2 progenies showing type A resistance to Fusarium in field 

and greenhouse 


Conditions of test 

Genotype of 
parent plant 

Progenies from self-pollina¬ 
tion i 

Progenies from cross of selfed 
Fi with susceptible line 

Prog¬ 

enies 

tested 

Total 

plants 

Diseased 

plants 

Prog¬ 

enies 

tested 

Total 

plants 

Diseased 

plants 

Field.. 

rr. 

Number 

18 

50 

39 

8 

42 

26 

13 

8 

13 

Number 
880 
2,641 
2,291 
746 
3,128 
1,512 
830 
355 
338 

Percent 

12 

5 

0 

72 

22 

.07 

89 

18 

0 

Number 

7 

Number 

240 

Percent 

58 

Rr . 

Greenhouse, semicon- 

frnl Iprl 

RR... . . 
rr . 

Rr ... _ 




16 

46 

38 

11 

8 

1 

L 

1,290 
2,243 
1,810 
475 
480 
75 

92 

45 

> o 

99 * 
54 

0 

Greenhouse, controlled 
(oa° r ) 

RR . 

rr .. _ .. 

{fir. 


RR . 


1 Selfed 2 generations. 

F 3 Progenies 


From the selfed F 2 material in the field trials, selections were made 
chiefly from the homozygous-resistant lines. Inasmuch asresistance 
had been established in a homozygous form in many of the plant lines, 
the selections were secured from those lines that appeared to approach 
most nearly the ideal type of Wisconsin All Seasons. The plants were 
paired in the greenhouse, sib crosses were made, and on many of the 
plants a cross with a very susceptible line was also made. The sib- 
cross progenies were tested for yellows reaction in the field, and all 
remained free of disease symptoms with the exception of three of the 
progenies, in each of which one yellows plant was found. Further 
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study in the greenhouse of these progenies and of the corresponding 
susceptible-cross progenies revealed that one of the parents in each 
of the sib crosses was heterozygous for resistance, apparently due to a 
chance contamination in the F 2 generation with pollen of a susceptible 
line. 

The results presented indicate that a certain percentage of individ¬ 
uals of the Wisconsin All Seasons variety carry the factor for type A 
resistance. However, it was pointed out that in the initial selections 
from this variety a large percentage of the individuals carrying only 
type B resistance were probably eliminated by exposure to high soil 
temperatures. A majority of the individuals surviving this treatment 
were either heterozygous'or homozygous for the type A gene (/?). 
However, certain of the progenies classed as homozygous recessive for 
this gene (rr) on the basis of their greenhouse reaction were highly 
resistant in the field. In the F 3 selfed progenies having this consti¬ 
tution, only 2 percent of the plants became diseased in the field as 
contrasted with 93 percent diseased at a soil temperature of 22° to 
24° O. in the greenhouse. Resistance in these lines was comparable 
to that described by Anderson ( 1 ) in Wisconsin Hollander and is 
discussed as type B resistance in the following section. 

TYPE B RESISTANCE 

As pointed out by Anderson (if), the expression of type B resistance 
is most pronounced at the lower soil temperatures on infested soil in 
field and greenhouse. It was observed that the progenies in Wis¬ 
consin All Seasons that were heterozygous or homozygous recessive 
for type A resistance commonly showed a percentage of diseased 
individuals lower than the theoretical, particularly in field trials in 
which commercial susceptible varieties and very susceptible selections 
from a variety other than Wisconsin All Seasons consistently showed 
a high incidence of disease. Inasmuch as the presence of type A 
resistance in any progeny obscures the expression of type B resistance, 
the studies herein reported were confined to the progenies that were 
homozygous for the recessive gene, r. 

In table 3 are presented results of field and greenhouse trials of lines 
of Wisconsin All Seasons in which type A resistance was lacking. In 
the field trials the progenies showed a range from all plants diseased 
(25-67 selfed and 25-117 selfed) to complete freedom from apparent 
symptoms. Several of the susceptible-cross progenies included 
in the field trials showed a lower degree of resistance than did the 
selfed progenies of the female parents of those crosses. When sub¬ 
jected to trials in the greenhouse the progenies gave a much closer 
approximation to the expected amount of disease than was obtained 
in the field trials, showing the important influence of soil temperature 
in the expression of type B resistance. In order to secure additional 
data concerning the effect of soil temperature on this type of resistance, 
experiments w r ere conducted in the soil-temper iture tanks over a 
range of soil temperatures. The expression of symptoms increased 
with rise in soil temperature, not only in percentage oi plants diseased 
but also in the severity of disease manifestation. The influence of 
soil temperature upon the rate of disease development and severity 
of expression is illustrated graphically in figure 1. 
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Table 3. —Occurrence of disease in Fi progenies of Wisconsin All Seasons cabbage 
homozygous recessive for type A resistance to Fusarium but carrying various 
degrees oj type B resistance 


Progenies from self-pollination of 
selected plants 


Progei. ies from cross of selected plant 
with homozygous susceptible line 






Greenhouse, 

Greenhouse, 




Greenhouse, 

Greenhouse, 

Parent 
plant no. 

Field trial 

sernieon- 

controlled 

Field trial 

semicon- 
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(24° 

C.) 
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C.) 
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plants 
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Diseased 

plants 

fa 

$ 
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Per- 

Num - 

Per- 

Num - 

Per- 
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Per- 

Num- 
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ber 

cent 

ber 

) 

cent 

ber 

cent 
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cent 

ber 

cent 
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86 
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2 

0 
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52 
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27 
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31 

94 
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34 

76 

20 

85 

200 

99 
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1933 

9 

78 
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12 
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49 

100 

25-53..„ 

1933 

11 
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98 
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62 

65 
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73 
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25 
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Progeny 25-242 selfed was homozygous for type A resistance and 
remained free of disease symptoms throughout the trial. Progeny 
77-34-A was a very susceptible lino, resulting from a cross between 
several plants that were used as the source of pollen in tho susceptible 
crosses and that wore homozygous susceptible for type A resistance. 
Progeny 77 34-A w r as practically free from type B resistance as indi¬ 
cated by the rapidity and severity of disease development. Selfed 
progenies 25-152, 25-193, and 25-141 were homozygous susceptible 
for type A resistance, but according to field trials (tablo 3), carried 


.Figure 1.—Comparison of four progenies (25-141 selfed, 25-141 X 77-, 25-152 selfed, and 25-193 selfed) 
of Wisconsin AJ1 Seasons cabbage, showing type B resistance to yellows, with u very susceptible line 
(77-34-A) and with a progeny (25-242 selfed) homozygous for typo A resistance, grown on Fusarium - 
infested soil at constant temperatures of 18° and 24° C. A and Ft, Incidence of disease (total affected plants) 
at 18° and 24°, respectively. The rate of development of symptoms is most rapid at the higher soil tem¬ 
perature. C and J), Severity of disease (plants dead) at 18° and 24°, respectively. At the lower soil 
temperature the very susceptible line (77-34-A) succumbed promptly, whereas the progenies carrying 
type B resistance varied in the rate and severity of disease development. At 24° these progenies suc¬ 
cumbed, though less rapidly than did the very susceptible line. The hybrid progeny (25-141 X 77-) 
between plants high and low in degree of type B resistance was intermediate in its disease reaction 
between that of the parents. Progeny 25-242 selfed was homozygous for type A resistance and remained 
free of disease symptoms throughout tho duration of the experiment. 
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different degrees of type B resistance. At both 18° and 24° C., these 
lines showed more resistance than did 77-34-A and maintained the 
same relative position as to degree of resistance that they had in the 
field trials. At 18°, 25-141 selfed showed but 61 percent of the plants 
diseased and no no dead, whereas at 24° all plants were diseased and 14 
percent were dead at the conclusion of the experiment. The suscep¬ 
tible-cross progeny of plant 25-141 gave a disease reaction inter¬ 
mediate between that of 25-141 selfed and 77-34-A, substantiating the 
evidence that, to some extent, type B resistance was transmitted to 



Figure 2— Comparison of three lots of cabbage showing varying degrees of type B resistance; trial on 
naturally infested soil m Kenosha County, Wis., in 1935. A , Progeny 25-125s, F 2 inbred generation, 
remained free of apparent symptoms B, Progeny 25-462 X 77-. a cross of an F 2 plant with a very sus¬ 
ceptible line, showed 17 plants diseased m a population of 50, of the diseased plants, 16 were only slightly 
affected and 1 was doad C, A commercial susceptible line of the Danish Bullhead tyj>e, practically ail 
of the plants were diseased, wdth the majority either severely diseased or dead The same progenies at 
a constant soil temperature in the greenhouse are shown in figure 3. 


and expressed in the F t hybrid of a cross between lines high and low in 
expression of this character. 

From certain of the lines with type B resistance, individuals were 
selected in the 1933 field trials that had failed to show symptoms. The 
F 2 inbreds remained, with one exception, entirely free from symptoms 
in the field (fig. 2), and displayed a degree of type B resistance equal 
to or exceeding that of their parental lines (table 4). This result was 
anticipated, inasmuch as the F 2 inbreds were secured from Fi plants 
that had remained free irom disease in the field and that presumably 
had carried more type B resistance than did sister plants that had 
manifested symptoms. In the field, progenies from the crosses with 
susceptibles showed disease ranging from 5 to 73 percent. The 
behavior in the field of the F 2 progenies from self-pollination and the 
progenies of susceptible crosses indicated that type B resistance was 
dispersed to some extent when a cross was made with plants carrying 
little or none of this resistance. In the greenhouse the resistance of the 
F 2 inbreds was broken down (fig. 3). 
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Table 4. —Occurrence of yellows in F 2 and F 3 'progenies selected from plants free 
from type A resistance to Fusarium but exhibiting type B resistance 


Parent 

progeny 

no. 


25 * 58 * , 


25 262s.. 
25- 255* 
25-2;;, s. 


Generation 
and prog¬ 
eny no. 


F* 

(25-262. 


[25-205. 

(25-275 .... 


Progeny from self-pollination 


Field trial 


/1934 

11935 

(1934 

11935 

/1934 

\l935 
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25-423_ 

25-424.1 1935 

[25-425_| J935 

(25-411 .... 1935 
(25-412.. .. 1935 


No 

57 

19 

16 

2 

53 

3b 

26 

14 

36 

22 

14 
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semicon¬ 
trol led 


Pet 

0 

0 

0 
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0 

0 

0 

0 

0 
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Fi 

(25-461.... |.|... . 

125-462.... , 1935 | 74 [ 
2.5-465.... 1935 j 4 i 
/25-468. .. i 1935 i 16 ! 
125- 472 ....j 1935 j 19 | 

i_I 
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0 ' 

0 . 
0 f. 


Green¬ 
house, 
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(24° C ) 


a 

a 

i 

3 

O 

H 

No. 

48 

36 


94 


Progeny from cross of inbred Fi or Fj 
with a homozygous susceptible line 


Field trial 


i No 
1935 ! 26 


Green¬ 
house, 
senucon- 
t rolled 


Green¬ 
house, 
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(24° G.) 


No. I Pet. ; No. 
37 j 100 I 43 
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1935 ! 26 i 31 
1935 ! 25 24 
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72 

37 
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75 

86 

90 

88 
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50 


55 1 95 ; 41 
33 j 73 L... 


100 

i(V> 


95 

84 

*** \ .. 

60 | 93 1 1935 , 50 34 

I ! ... .. 1 . 

175 

' 80 j 59 | 86 



j ! i 

10 

80 j.. 


\ 

',"*' i'...> 

.1.!. 

j_!_1_ 


Several of tho F 2 progenies were carried through another generation. 
Although the number of progenies involved was small, there was 
evidence that type B resistance was relatively stable through three 
generations of self-pollination (fig. 4). As usual in greenhouse trials, 
type B resistance was broken down upon exposure of seedlings to 
higher soil temperatures. 

T 4 BLJ 3 5.-- Occurrence of disease in F 2 progenies of a cross between plants carrying 
type B resistance and a very susceptible plant 
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Figure 4 (See legend on opposite page) 
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From the progenies of crosses of plants 25-28, 25-46, and 25-68 
with susceptible®, selections were made of those progenies that showed 
in the 1934 field trial 0, 76, and 32 percent plants diseased, respectively 
(table 3). Seed was produced from the selected heads, and the re¬ 
sults of the resistance tests are presented in table 5. 

DISCUSSION 

The object of this investigation was to determine the nature and 
inheritance of resistance to Fusarium in the Wisconsin All Seasons 
variety of cabbage. The presence of type A resistance, due to a 
single dominant gene, was demonstrated in inbred progenies from 
many of the plant selections. This was in accord with the results of 
other workers on other varieties of cabbage and certain of the sub¬ 
species of Brassica oleracea . However, it was found that in Wiscon¬ 
sin All Seasons there was also a second type of resistance, referred to 
as type B. The latter type is apparently similar to that described 
by Anderson for Wisconsin Hollander, in which type A resistance is 
lacking. Type B resistance is characterized by an optimum manifes¬ 
tation at the lower soil temperatures, but at the higher soil tempera¬ 
tures it breaks down and the plants succumb to the disease. This 
response to soil temperatures made it impossible to differentiate 
accurately between the two types of resistance in field trials and 
necessitated trials under conditions of higher soil temperatures in the 
greenhouse. 

Inasmuch as the presence of type A resistance, either in the homo¬ 
zygous dominant (HR) or heterozygous (Hr) form, obscured the mani¬ 
festation of the presence of type B resistance, it was necessary to 
work with progenies that were homozygous recessive (at) for type A 
resistance. Such progenies varied greatly in the degree of type B 
resistance, showing a range in the 1933 field trials from all plants 
diseased in two of the progenies to complete freedom from symptoms 
in other progenies. Selections from Fj progenies, which apparently 
carried a considerable degree of type B resistance, yielded F 2 and F 3 
progenies that maintained a high degree of such resistance in succeed¬ 
ing field trials. Nevertheless, the resistance of all was capable of 
being broken down under greenhouse trials, where more severe con¬ 
ditions prevailed. It was observed, however, that the progenies 
tested in the greenhouse displayed the same relative degree of type B 
resistance as was shown in the field trials. The presence of type B 
resistance was manifested in greenhouse trials by the delayed devel¬ 
opment of symptoms and their less serious expression. In some of 
the progenies showing a high degree of type B resistance it was only 
by prolonged exposure at the higher soil temperatures that a complete 
or nearly complete break-down of resistance could be secured. 


Figure 3.—Comparison of the three lots of cabbage shown in field trials in figure 2, when grown on infested 
soil in the greenhouse at a controlled soil temperature of 23° C.; photographed 19 days after being trans¬ 
planted. A f Progeny 25~425s: 77 percent diseased and 28 percent dead. B, Progeny 25-462 X 77-, a 
susceptible cross of an Fa plant: 79 percent diseased and 63 percent dead. C. A commercial susceptible 
line of the Danish Ballhead type: 100 percent diseased and 88 percent dead. The relative resistance shown 
in the field trials was maintained; but the infection conditions were more severe, and all plants finally 
succumbed to the disease. 

Figure 4.—Comparison of two lines of cabbage, both homozygous for the recessive gene (r) for type A 
resistance but differing in the degree of type B resistance. D, Line 77-, in w hich there is little or no tyi>e 
B resistance. A, B, and C, The Fi, Fj. and Fs progenies (25-58, 25-262, and 25-462), respectively, of a line 
in which a high degree of type B resistance occurred. In the field trials there were 25, 0, and 3 percent 
plants diseased in the Fi, Ft, and Fs progenies, respectively, but these progenies showed close to 100 per¬ 
cent of plants susceptible at a constant soil temperature of 24° C (tables 3 and 4). 

22709—37-3 
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In lines of cabbage carrying both type A and type B resistance, the 
latter type is distinguishable only in those individuals that may segre¬ 
gate as homozygous recessives for type A resistance. That type B 
resistance is of importance is evident in the behavior of the resistant 
variety Wisconsin All Seasons. On thoroughly infested soil in Wis¬ 
consin this variety seldom shows as much as 10 percent disease; 
whereas, when tested at liigh soil temperatures (24° C.) in the green¬ 
house, it may show as high as 30 percent disease. Under field condi¬ 
tions there are apparently a considerable number of homozygous 
recessives for type A resistance that contain a sufficiently high degree 
of type B resistance to enable them to remain free of apparent disease 
symptoms. Wisconsin Hollander, a variety of cabbage that carries 
only type B resistance, illustrates the effective value of the latter in 
seasons when temperatures are moderate. Conversely the ineffective¬ 
ness of type B resistance is very evident in Wisconsin Hollander 
during seasons of high soil temperatures, when a major part of the 
crop often becomes diseased. 

Evidence of the presence of what we now refer to as type B resist¬ 
ance may be had by an examination of earlier studies on inheritance 
of resistance to Fusarium in cultivated cabbage and in other sub¬ 
species of Brassica oleracea. Walker (8) earlier pointed out that dif¬ 
ferences in the rate and severity of disease development occurred 
among various susceptible progenies in certain cabbage varieties and 
that in addition to the main gene for resistance there might be heredi¬ 
tary factors which would modify the expression of the disease. In 
the light of present knowledge it is reasonable to believe that many 
of the plant lines which displayed a considerable number of plants in 
the “mildly susceptible ,, or “recovered” classes were expressing type 
B resistance. 

The extent to which typo B resistance can be concentrated in any 
given line of cabbage is problematic. The results of present studies 
indicate that a high degree of type B resistance was maintained through 
three generations by self-pollination. 

The inheritance of resistance to other vascular Fusaria has been 
studied in the pea (Pisum sativum L.), in ilax (Linurn usitatissimum L.), 
and in cotton ( Gossypium spp.). Wade (7) working with a number of 
varieties of canning peas, found that resistance to fusarium wilt 
(.Fusarium orthoceras var. pisi Linford) was based on a single domi¬ 
nant gene. There is very little suggestion in his results of a condi¬ 
tion similar to that due to type B resistance in cabbage. As a result 
of studies on the inheritance of resistance in flax to wilt (F. lint 
Bolley) Burnham (3 y pp. 738 y 748) said: 

The fact that there are strains that apparently breed true for different degrees 
of wilting may be taken as evidence that several factors are concerned in wilt 
resistance. One might assume different genetic complexes for the various degrees 
of resistance; and, further, that each has its own normal curve of variation in 
development of the resistant property. Under different environments different 
proportions of the least resistant side of the curve would succumb. The occur¬ 
rence of some wilt in resistant lines which probably are homozygous, makes 
genetic analysis of the crosses more difficult. * * * Crosses between certain 

resistant lines of different origin showed a high percentage of wilt, indicating that 
they may carry different factors for resistance. 

Burnham (3) found in general that flax families showing high or low 
percentages of wilt in the field gave the same reaction in the green¬ 
house, which is similar to the behavior of cabbage lines with type B 
resistance. 
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Studying the inheritance of resistance to fusarium wilt {Fusarium 
vasinjectum var. aegyptiacum Fahmy) in a number of varieties of 
Egyptian cotton, Fahmy (5) concluded that resistance and suscepti¬ 
bility are hereditary characters, immunity being dominant and appear¬ 
ing to give a simple Mendelian segregation. In crosses between im¬ 
mune plants and highly susceptible ones, he found in the F 2 genera¬ 
tion three immune to one susceptible when plants that showed mild 
symptoms and recovered, as well as plants that succumbed, were con¬ 
sidered as susceptible. The class that Fahmy designated as resistant 
included plants which showed typical leaf mottling in the seedling 
stage but which recovered and developed into apparently normal 
plants. In the adult stage such plants commonly showed a restricted 
darkening of the vascular cylinder of the root, from which the causal 
organism of wilt could bo isolated. Differences were noted by Fahmy 
in the rate of development of symptoms in the different lines studied. 
It is probable that in the material studied by him there were modify¬ 
ing factors for resistance, similar to type B resistance in Wisconsin 
All Seasons cabbage, as well as resistance controlled by a single 
dominant gene. 

Edgerton and Moreland (4) made no attempt to determine the 
inheritance of resistance to Fusarium in the tomato, but their results 
indicate that in the material they observed resistance is probably of 
the intermediate type, similar to type B resistance in cabbage. It is 
of significance to note that, while the percentage of plants showing 
evident (external) symptoms of wilt in the wilt-resistant tomato 
varieties was rather low, the actual percentage of wilt-infected plants, 
as determined by the cutting of stems, was much higher. A similar 
condition has been noted in cabbage plants of susceptible progenies 
which may manifest no apparent symptoms throughout the growing 
season but which, on examination of cut stems or roots, may show 
evidence of infection. 

SUMMARY 

This paper reports a study of two types of resistance of the Wisconsin 
All Seasons variety of cabbage to the yellows organism, Fusarium 
conglutinans Wr. Plants w~ere selected from a population that had 
undergone a severe reduction in numbers from yellows as well as from 
a population grown on yellows-free soil. The plants were self-pollinated 
and crossed with homozygous-susceptible plants from a highly sus¬ 
ceptible line. 

The progenies were tested for yellows reaction on thoroughly 
infested soil in the field and in the greenhouse. The greenhouse trials 
were conducted with semicontrol and control of soil temperatures. 

The Wisconsin All Seasons variety carries at least two types of 
resistance. Type A resistance, due to a single dominant gene, is 
apparently similar to that described for other varieties of cabbage, 
for brussels sprouts, and for kohlrabi. It remains effective at rela¬ 
tively high soil temperatures (about 24° O.). Type A resistance was 
demonstrated in progenies of many of the plant selections. It was 
transmitted through the three generations of material studied. A 
second type of resistance, referred to as type B, was also found in 
Wisconsin All Seasons. It is apparently similar to that described for 
Wisconsin Hollander, and is complex genetically, apparently influ¬ 
enced by several genetic factors. It is characterized by having its 
most effective expression at the lower soil temperatures, while at the 



510 


Journal oj Agricultural Research 


Vol. 55, no. 7 


higher soil temperatures of about 24° plants that have only type B 
resistance succumb to the disease. 

Under the conditions prevailing in tho field trials, type B resistance 
was effective in different degrees in the several progenies. Some, 
evidently carrying high degrees of such resistance, showed no external 
symptoms of the disease; other progenies gave evidence of less resist¬ 
ance by development of a considerable percentage of mild infection; 
and still others succumbed promptly to the disease. 

In the greenhouse trials with controlled soil temperatures the 
expression of type B resistance was suppressed, all progenies even¬ 
tually succumbing to the disease. Under semicontrolled or fluctuat¬ 
ing temperatures, type B resistance was partially expressed, resulting 
in a dolayed and less severe development of symptoms of the disease. 

In the greenhouse trials, as in the field, different progenies showed 
differences in rate and severity of disease development, indicating 
various degrees of type B resistance. 

The severity of yellows disease in Wisconsin All Seasons cabbage 
depends on the genetic make-up with reference to type A and to type 
B resistance, on soil temperature, and possibly on other conditions that 
influence the expression of resistance. 
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FACTORS AFFECTING CHLOROSIS IN IRRIGATED 

WHEAT 1 


By D. W. Robertson, agronomist , and Robert Gardner, associate agronomist , 
Colorado Agricultural Experiment Station 

INTRODUCTION 

A tendency of Marquis wheat to turn pale when irrigated at germi¬ 
nation has been noticed in previous studies, and a similar tendency 
has been observed in the field when heavy rains occurred soon after 
the wheat emerged. The pale-green color may last for 3 to 6 weeks 
before the plants recover their normal green appearance. This mild 
chlorotic condition has been attributed to the use of cold water for 
irrigation, but experimental data to support this belief are lacking. 
Because of this a study was made of the effect on chlorosis of (1) the 
temperature of the irrigation water at germination and (2) the type 
of fertilizer used. 

EFFECT OF TEMPERATURE OF IRRIGATION WATER ON YIELD OF 
WHEAT IRRIGATED AT GERMINATION 

EXPERIMENTAL METHODS 

Studies on the effect of applying irrigation water of different tem¬ 
peratures, to Marquis wheat (Triticvm aextivum L.) on Fort Collins 
loam (7) 2 were conducted for a 4-year period from 1927 to 1930, 
inclusive. 

The experiment was carried on each year on land wliicli had been 
summer-fallowed the previous year. This summer fallow was neces¬ 
sary in order to obtain a more uniform moisture content in the soil 
and also to eliminate volunteer grain and control weeds. In 1928 
and 1929, a single series of 10 plots, each one five-hundredths of an 
acre in size, was used. In 1930, two series of similar plots were em¬ 
ployed. Each series was planted to Marquis wheat at the rate of 90 
pounds per acre. One drill width of 16 rows was planted in each 
series. 

The wheat was planted on April 8 in 1929 and April 7 in 1930. 
Canvas covers similar to those described by Robertson et al. (o) were 
used to eliminate the effects of rainfall in 1929 and 1930. Water was 
applied at the rate of 6 acre-inches 3 to each plot at germination (5). 
The temperatures of the irrigation water applied in 1928 were 41° 
and 62° F., and in 1929 and 1930 they were 40° and 60°. 

The basin method of irrigation was used throughout the investiga¬ 
tion. The plots were diked and sufficient water was applied to give 
the required depth. The amount of water required for a given depth 
was measured for each plot. The temperatures were controlled by 
ice or steam, depending on whether the water in the pipe line was 
higher or lower than the temperature required. The source of the 
irrigation water is discussed in a previous publication (5). 

1 Received for publication Apr. 1, 1937, issued October 1937. 

2 Reference is made by number (italic) to Literature Cited, p. 520 

3 Inches of Irrigation water refer to inches in depth over the area. 
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The area of each plot harvested was one eight-liundred-and-seventy- 
firsts of an acre. The 10 center rows were harvested after 3 border 
rows on each side and 1 foot from each end had been discarded to 
eliminate possible border effect. The grain was cut 1 inch above 
the ground with lawn shears, tied in a sheaf, and carefully wrapped 
in cloth to protect the heads, leafy material, and straw. These 
sheaves were shocked under cover and allowed to cure for 3 weeks or 
more. The sheaves were then weighed and the grain threshed. The 
difference between the cleaned grain weight and the total grain and 
straw weight was used as the straw yield. 

EXPERIMENTAL RESULTS 

The studies conducted with irrigation water at temperatures of 40° 
and 60° F. applied at germination, show a slight difference in grain 
yield in favor of the plots receiving the water at 40°. However, in 
1930 when the number of replications was sufficient to make the 
application of statistical methods possible, no significant differences 
were obtained. The straw yield was slightly higher for the plots 
irrigated with water at 00°, but was not significantly different (table 1). 


Table 1. --Yields of grain and of strain from plots irrigated at germination with 

water at 1 ^ 0 ° or 60 ° F . 



1 

! Yield pei plot when irrigation water at indicated 




temperature was used 


Year grown 

Plots 

40° 

F 

00° F 

i 


Grain 1 

! Straw 

1 

; Gram 

Straw 


! Numhtr 

.... 

(barns 

i 

Grams 

Grams 

Grams 

1929.. . .. _ . .... . _ _ 

2 

398 i 

820 

m 

837 

1930.. __ _ _ _ 

4 


1 G17=fc26 

318dr 12 

656=fc» 


Standard error obtained by the analysis of variance (£) 


An examination of the soil-temperature curves in figure 1, A (1928), 
shows that there was a rise in temperature, in the first foot of soil, of 
about 4° F. 24 hours after treatment. The second day after irriga¬ 
tion, the temperature dropped to within 1.5° of the low-temperature 
treatment. After the fourth day the difference between the two 
treatments did not exceed 2°. 

In the second foot (fig. 1, B> (1928) there was a difference of 
5.5° F. between the two treatments 24 hours after the water was 
applied. The temperature had become equal after 3 days and 
fluctuated only slightly thereafter. 

In 1929 (fig. 2, A,) the temperatures of the soil in the plots came 
within 0.5° F. of each other 3 days after treatment, and did not 
fluctuate beyond 1.5° during the 10-day period after irrigation. 
In the second foot (fig. 2, B)> there was very little difference. 

These results, considered in connection with the yield data, indicate 
that a difference in temperature in the irrigation water of 20° F., i. e., 
between 40° and 60°, has no effect on the yield of Marquis wheat 
irrigated at germination. 

The minimum temperature of the air is plotted in figures 1 and 2, 
along with the soil temperatures. It will be noted that the soil 
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temperature seems to be influenced more by the fluctuation of the 
air temperature than by the temperature of the irrigation water. 
This is especially noticeable in the curves for temperature 4 days 
after the application of the irrigation water. The following theoretical 
discussion indicates that a rise in temperature of about 10° F. should 
be the maximum difference expected if outside influences have no 
effect on the soil complex and the water added is the only contributing 
factor to the temperature change. 

If water and soil of different temperatures are mixed, the final 
temperature of the complex (assuming no energy changes duo to 
chemical reactions) may be expressed by the equation: 

cjfn l _ °F 2 —X m 

c 2 m 2 ““I-°F 1 K } 

where ci=specific heat 4 , 7fti —the mass, and °F 1 =the temperature 
of the constituent having the lower temperature, and c 2 , m 2 , an( i 
°F 2 =the corresponding properties of the constituent of higher tem¬ 
perature, and *Y=the final temperature. 

If water is already present as soil moisture before irrigation, it 
might be expected that the heat capacity of the soil plus moisture 
would determine the final temperature. However, when water is 
added to the soil surface it does not mix intimately with the soil 
moisture already present, but to a large extent replaces it as the portion 
already present moves downward. It is a question as to how much 
exchange of heat there is between moisture in the soil and moisture 
added under these conditions. Furthermore, the upper layers of soil 
are changed a little by each succeeding increment of water which 
enters, so that at the completion of irrigation the surface will approach 
the temperature of the water added and the extreme depth of pene¬ 
tration will approach the temperature before irrigation. The problem 
is thus complicated by an unknown degree of mixing with the soil 
moisture and the development of a temperature gradient. Other 
complications, of course, are the effects of evaporation and heat 
radiation during the process. 

If we assume that the water added warms or cools the soil only and 
not the moisture already present and that the evaporation and 
radiation effects may be neglected, the following example shows the 
average final temperature and depth of temperature change which 
should be expected from adding 6 inches of water at 60° F. to a soil 
at 40°: 


Average field capacity of upper 2 feet (estimated)... _ . 18.0 percent. 

Ratio of weight of soil to weight of water_ . _ 5.55/1. 

Substituting in equation 1 — 


0.2 . 5.55 
1 


mf-x 

A "40 


=49.47° 


F. 


Weight of water applied per square foot of surface.__31.25 pounds. 

Average weight per cubic foot of soil (determined).... 88.3 pounds. 

Weight of water absorbed per cubic foot (18 percent of soil)_15.89 pounds. 

Depth of water penetration and of temperature change (no. 3-f- 
no. 5)--- 1.96 feet. 


4 Approximate specific heat of soil obtained from Patten Of). 
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The result is approximately a maximum average rise of 10° F. in 
soil temperature to a depth of 1.96 feet. The graphs show, as could 
be expected, that the actual rise in the field was much less than this. 

The change in temperature, while appreciable, is small compared 
with the change which could be expected from a snowstorm. Since 
the heat of fusion of ice is 79.6 calories, an inch of water as ice would 
cool an equivalent amount of water nearly 144° F. 



Figure 1* Temperature of the first (A) and 
second (B) foot of soil for a 3-day period im¬ 
mediately before and a 10-day period immedi¬ 
ately after irrigation with water at 40° and at 
(J0° F.. as compared with the air temperature, 
1028. 


Figure 2—Temperature of the first (A) and 
second (£f) foot of soil for a 2-day period im¬ 
mediately before and a 10-day period immedi¬ 
ately after irrigation with water at 40° and at 
00° F , as compared with the air temperature, 
1929 


EFFECT OF DIFFERENT FERTILIZER TREATMENTS AT GERMINA¬ 
TION ON THE YIELD OF WHEAT AND ON THE NITROGEN CON¬ 
TENT OF SOIL, GRAIN, AND STRAW 

EXPERIMENTAL METHODS 

In 1933 a study was started to determine the effect of different 
fertilizer treatments at germination on the development of chlorosis 
and the recovery of Marquis wheat showing chlorosis. Uncovered 
plots of similar size to those used in the temperature study were 
employed. The plots were laid out in a 7 by 7 Latin square. The 
chemical treatments and the amounts used are given in table 2. 
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Table 2. —Chemical treatments and amounts applied per acre 


Treatment 


Manganese sulphate.. 

Iron sulphate. 

Superphosphate. 

Ammonium-acid phosphate... 

Ammonium sulphate... 

Calcium nitrate. 


Salt used 


MnS0 4 +4H 2 0.... 

FeS04+7H 2 0. 

CaH 4 (P04)H~H20 

(NH4)H 2 P04. 

(NH 4 ) 2 804. 


Cadsr0 s ) 2 +4H 2 0. 


Quantity 
per acre 


Pounds 
318.70 
297.22 
360.25 
328.80 
188 77 
337.35 


Marquis wheat was planted on April 3, 1933, April 9, 1934, and 
April 1, 1935. 

Treatment of plots. —In 1933 irrigation water was applied at the 
rate of 6 inches when the whea t had germinated and was just emerging. 
The various series were irrigated as follows: April 20, series E; April 
24, series F and G; April 25, series H, I and plots 3, 4, 5, and 6 on 
Series J; April 26, series K and plots 7, 8, and 9 on series J. The 
chemicals were dissolved in water and sprinkled on the plots within 
24 hours after the 6-inch irrigation. After treatment with the 
chemical, 1 inch of water was applied to each plot. 

In 1934 a 6-inch irrigation was applied on April 20 to series A and B; 
on April 21 to series C; on April 23 to series D and E; and on April 24 
to series F and G. The treatments were applied in a manner similar 
to that used in 1933. On June 20 and 21, an additional 3 inches was 
applied to each of the plots. 

In 1935 a 4-inch irrigation was applied on April 5 to series A, B, 
and C. A similar irrigation was applied on April 6 to series D, E, and 
F. On April 8, series G was irrigated with 4 inches of water. This 
irrigation was necessary because of the dry season of 1934 and of the 
months of January, February, and March in 1935. On April 20, when 
the wheat had germinated, an additional 5-inch irrigation was applied 
to series A and B. On April 22, series C and I) were irrigated. Series 
E, F, and G were irrigated on April 23. The chemicals were applied 
on all plots in series A to F on April 23 and to series G on April 24. 
Sufficient rain fell on April 24 and 25 to carry the fertilizers into the 
soil so no additional irrigation w^ater was applied. 

Statistical analysis .—In the interpretation of the data from the crop- 
and-soils tests, the analysis of variance (2) was used. The data were 
so arranged that the various interactions could be tested. Table 3 
presents the analysis of variance for the yield of grain in grams per 
plot. 

Table 3. —Analysis of variance for yield of grain per plot for the 3-year period , 

1933 to 1935 1 inclusive 


Variance due to - 

Degrees 

of 

freedom 

Sum of 
squares 

Mean 

square 

cr 

JFM (6) 

Hows ami columns within years.. 

Treatments . .. 

2 

30 

6 

12 

90 

763,069 
409,889 
224, 423 
122.180 
190,127 

381,535 
11,386 
37,404 
10.182 
2,112 

. 

180.65 
5 39 
17.71 
4.82 

Treatments x years... 

Error.. .._ ...... . 

45 96 

Total.___.... 


140 

1, 709,688 









• All higher than l-percent point. 
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The F test indicates that there is a significant difference in the 
yields between years, rows, and columns within years, and treatments 
X years; the last-named difference shows that the treatments reacted 
differently in different years. 

The test further shows that response of Marquis wheat to some of 
the fertilizer treatments is significant. Similar results were obtained 
for the straw yields and for the total yield of straw and grain combined. 

In 1933 the effect of the various treatments first became noticeable 
about May 30. The plots treated with calcium nitrate were a much 
darker green than the other plots. The plots receiving ammonium 
fertilizer were a shade lighter, but could be distinguished from the 
other fertilizer and the no-treatment plots, which were light green in 
color. In 1934 and 1935, a similar condition was noticeable. 

EXPERIMENTAL RESULTS 
Yield of Grain and Straw 

The average yields in grams per plot for the 3-vear period are given 
in table 4. 

Table 4. — The 3-year average yield of grain and of straw fro?n plots irrigated at 
germination and later treated with different fertilizers 


ii 


Treatment 

Yield per plot 

Treatment 

Yield i>er plot 

Gram 

Straw 

Total 

Grain 

Straw 

Total 

FeS0 4 _ _ 

Grams 

832 

Grams 
1. 179 

Grams 

2 , on 

tNH 4 )jS0 4 . 

Grams 

880 

Grams 

1.319 

Grams 
2, 205 

CaH 4 (P0 4 ) 2 ._.. 

838 

1,189 

2, 027 

nh 4 tlpo 4 _ _ 

911 

1,349 

2, 200 

MiiS0 4 __. 

840 

1, 191 

2,031 

Ca(NOa)*_ 

939 1 

1,492 

2,431 

No treatment . . ... . 

844 

1.202 

2,046 | 


-- 

L — 





1 

i 

Level of significance 
(2 S E. (difference) 

1 1 

28 i 

49 

77 


The grain yields of the plots treated with ammonium sulphate, 
ammonium phosphate, and calcium nitrate are significantly higher 
than the yields of the no-treatment plots. The yields of plots treated 
with iron sulphate, superphosphate, or manganese sulphate do not 
differ significantly from the check. The straw yields show the same 
trend. The ammonium- and nitrate-treated plots gave the highest 
yields. These data indicate that the chlorotic condition of Marquis 
wheat produced by early irrigations evidently is due to a nitrogen 
deficiency. 

To study further the effect of early irrigations on Marquis wheat, 
soil samples were taken at intervals throughout the season and 
analyzed for nitrate nitrogen. Samples were taken in all plots, 
making, in all, seven samples for each treatment. The samples were 
taken for the following depths of soil: 0-6 ; 6-12, 12-24, and 24-36 
inches. The nitrate nitrogen was determined by the method de¬ 
scribed by Gardner and Robertson (3), p. 5. 

Nitrate Nitrogen Content of Soil 

Soil samples were taken in all plots after the irrigation and chemical 
treatments had been applied. The samples were taken on the follow¬ 
ing dates: April 29, 1933; April 27, 1934; and May 1, 1935. Different 
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composite samples were drawn for the different tests. The nitrate 
nitrogen is recorded in parts per million as nitrogen. Table 5 gives 
the average nitrogen content of the soil for different depths taken in 
the spring of 1933, 1934, and 1935. 


Table 5. —Average quantity of nitrate nitrogen recorded as nitrogen in parts per 
million for the different depths of soil taken in the spring after irrigation and 
chemical treatment were applied and in August after the wheat had been harvested 
on the variously treated plots for the 8~year period 1933 to 1935 , inclusive 

SPK1NG 


Treatment 


Ca(NOs )2 . 

(NH«)aSO< _ . 

(NHOmFO* _ 

MnSG 4 . . 

FeSO<.. 

No treatment.. 

CaH*(P(>4)2__ 

Level of significance . 


Ca(NOO? 

(NII 4 )HjP04- 

MdSO«_ 

FeS04_ 

No treatment.. 
CaH4(P0 4 )s... 


Le\ el of significance 



Nitride nitrogen at soil depths indicated (m inches) 


0-6 

6-12 

12-24 

24-361 

0-361 


P. p m. 

P. p m. 

P. P 771 

P p. m 

P. p. m 


9 0 

5 0 

7 9 

12.6 

11 2 


4 4 

4 3 

5. 1 

9.9 

8.3 


4 2 

3 8 

4 4 

9 2 

7.3 


3 2 

2.9 

4 9 

10 3 

8.0 


2 7 

3 6 

5 0 

9 5 

7 1 


2 6 

2 8 

5 2 

11 3 

8 0 


2.5 

2 9 

f> 1 

11 2 

8.4 


2 1 3 


1 7 

2 8 

1 9 

AlOCST 





. ! 3 0 

1 1 6 

1 9 

] . 

j 4 9 

2.7 


2 9 

i 1 5 

2 6 

l 3 5 

2.4 


3 1 

i 1 8 

1 7 

! 3 2 

2.4 


2 8 

1 

1 9 

1 3 0 

2.0 


2 9 


2 0 

1 2 9 

2.0 


3 0 

1 1.5 

1 8 

1 9 

1.7 

- - 

3 0 

| 14 

1 1 9 

2 4 

1.9 


.56 

53 | 54 | 2.1 

r 

i 


1 2-year average 1933 and 1935 

* Each depth was set up as a separate exj>eriment and the standard error obtained by the analysis of 
variance A test for homogeneity was applied to a complex exi>erimental set-up for all of the data for nitro¬ 
gen in the 4 depths of soil. The test in this case is designed to determine whether the observed variances 
can lie considered as having been drawn from the same imputation 3 of the depths showed homogeneity 
but the fourth depth (24-36 inches) indicated tack of homogeneity All of the data w'ere then analyzed by 
separate depths. The writers are indebted to Dr. F. K. Immer of the Minnesota Agricultural Experiment 
Station for the method of testing the data and to Dr. A. E. Brandt of the statistical laboratory, Iowa State 
College, for developing the method and permitting its use. 

The nitrate nitrogen content of the first and second 6 inches is 
important since the roots of the young seedlings evidently have not 
penetrated below this depth at this early stage of growth. Weaver 
(8, pj). 183-184) described a month-old Marquis wheat plant as follows: 

On May 1, a month after planting and when the second leaf was half grown, a 
typical root system was drawn. The number of roots varied from three to eight. 
Lateral roots were fairly abundant but entirely unbranched. The greatest lateral 
spread w'as 5 inches and the working depth or working level ( i . e. a depth to which 
many roots penetrate and to which depth considerable absorption must take place) 
6.5 inches. 

The nitrate nitrogen content of the soil in the calcium nitrate plot 
was significantly higher than that of any of the other plots. The two 
sets of plots receiving nitrogen as ammonia were significantly higher 
than the no-treatment plot, but were not significantly higher than 
the plots receiving manganese sulphate. In the second 6 inches the 
amount of nitrate nitrogen in the calcium nitrate plots, while still 
significantly higher than that of the other plots, w as lower than that 
in the first 6 inches. While the ammonium sulphate plot was some- 
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what higher than the no-treatment plot, it did not differ significantly 
from the other treatments. The nitrate nitrogen content of the soil 
in the second foot was, in all cases, higher than that of the second 6 
inches. The calcium nitrate plot was significantly higher than the 
other plots. In the third foot a noticeable increase of nitrogen is ap¬ 
parent. Tests made in 1934 before and after irrigation indicated that 
the nitrates were washed below the third foot. The first 6 inches; 
second 6 inches, and second foot were almost depleted as far as the 
nitrate tests showed. A slight loss was indicated in the third foot. 

No significant differences were noted in the first 6 inches or in the 
second 6 inches of soil taken from the different plots in August (table 
5). In the second foot, however, the plot receiving ammonium sul- 
plate differed significantly from the other plots in parts per million of 
nitrogen. In the 0-30-inch column a significant difference between 
the no-treatment and the calcium nitrate plots was found. None of 
the other plots showed a significant difference. 

The yield data indicate that the nitrate added as calcium nitrate 
increased the yield over the other treatments. The soil-analysis data 
show that the nitrate nitrogen in the calcium nitrate plots was con¬ 
siderably higher in the first 6 inches. Evidently, a lack of nitrogen 
at this stage affects the normal development of the young seedlings. 
The calcium nitrate plots were a much darker green than the other 
plots. 

The plots receiving nitrogen as ammonium acid phosphate out- 
yielded the plots receiving no nitrogen. The nitrate content of the 
first 6 inches of soil, however, was not significantly different from that 
of some of the plots receiving no nitrogen. A similar condition was 
found in the second 6 inches. 

The ammonium sulphate-treated plots which differed significantly 
in yield from the plots receiving no nitrogen showed the same condition 
in the nitrate content of the soil. Since the nitrate was more effective 
in correcting the chlorotic condition, it would appeor that nitrogen is 
more readily absorbed by wheat plants as the N0 3 ion than as the 
NH 4 ion. The benefits received from the ammonium salts could have 
been due either to nitrification of these salts or to the direct absorption 
of ammonia. Nitrification could have been appreciable and still not 
have been detected in the analyses. 

Nitrogen Content of Grain and Straw 

The nitrogen content of the grain and straw was determined by the 
Gunning method (f). 

The average percentage of nitrogen in tlio grain is given in table 6. 

The nitrogen content of the threshed grain varied slightly for the 
different treatments. The calcium nitrate plots gave the lowest con¬ 
tent in every case, except in 1935. The average content for the 3-year 
period indicates a significant difference over the no-treatment plots for 
the plots receiving manganese sulphate and ammonium phosphate. 

The nitrogen in the straw was considerably lower than in the grain 
(table 6). 

The nitrogen in the straw was low in the ammonium-treated plots. 
No significant difference was noticed between the other treatments. 
All of the other plots were significantly higher than the ammonium 
acid phosphate and ammonium sulphate plots. 
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Table 6. —Average yearly nitrogen content of grain and of straw from the differently 
treated plots for 1983 to 1935 , inclusive 

GRAIN 


Treatment 


MnS0 4 . 

(NHOH 2 PO 4 .. 

FeS0 4 . 

(NH 4 ) 3 S04. 

CaH4(P04)a. 

No treatment.- 

Ca(NOj)i.-. 

Level of significance 



1933 

1934 

1935 

3-year 

average 



Percent 

Percent 

Percent 

Percent 



2 80 

2 74 

2 58 

2.71 



2 79 

2 76 

2 58 

2.71 



2 79 

2.74 

2 58 

2.70 


2.79 

2 73 

2 54 

2.68 



2 76 

2 73 

2 54 

2 68 



2 7ft 

2 73 

2 52 

2 67 



2.63 

2 73 

2.61 

2.66 





.071 

.056 

.066 

.037 



STRAW 


No treatment... 

Ca(NO.O*.. 

CaIl4(P04)2-—. 

MnSO<.. 

FeS()4. 

(NIIOILPOt— 

(NH4) 2 S0 4 _ 


.. . .. ! 

0 49 

0. 43 

0 52 

0.48 



.45 

.46 ! 

.56 

.48 



.48 

.41 ! 

.56 

.48 


48 

.41 

.51 

.47 


.47 
.47 1 

40 

.51 

.47 


.42 i 

47 

.45 

— 

. - 

,^_j 

43 

46 

44 

- 

- 

.028 

035 

035 

.019 


EFFECT OF TEMPERATURE OF IRRIGATION WATER AND FERTI¬ 
LIZER TREATMENTS ON THE DEVELOPMENT OF CHLOROSIS 

As previously stated, the mild chlorotic condition often found in 
small grains after heavy rains or applications of irrigation water to 
the plants in the earlier stages of growth has been attributed to various 
causes, one of the commonest being the temperature of the irrigation 
water. From the tests described above, there is no indication that 
water at a temperature as low as 40° F. has any more detrimental 
effect on the plants than water at 60°. The temperature of the soil 
was affected more by the temperature of the surrounding air than by 
the temperature of the irrigation water between the range of 40° 
to 60°. 

Au application of calcium nitrate immediately after irrigation pre¬ 
vented the occurrence of chlorosis. A similar but less pronounced 
effect was obtained when ammonium sulphate or ammonium acid 
phosphate was applied. No difference in the color or type of growth 
was noticed in the plants receiving manganese sulphate, iron sulphate, 
and superphosphate. These results indicate that the chlorotic con¬ 
dition resulted from a shortage of nitrogen rather than from any other 
elemental deficiency. Nitrate proved more effective than ammonium 
salts in controlling the chlorotic condition, indicating a greater availa¬ 
bility of the nitrate ion. 

When the nitrate nitrogen content of the soil in the first 6 inches 
was low, chlorosis resulted. When the content was high, as in the 
plot treated with calcium nitrate, no chlorosis occurred. Ammonium 
nitrogen had a similar effect, but to a less degree. 
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SUMMARY 

Tests conducted with Marquis wheat irrigated at germination with 
6 inches of water have shown that: 

(1) The temperature of irrigation water ranging from 40° to 60° F. 
has no effect on the yield of grain or straw. 

(2) The addition of nitrogen fertilizer to the crop immediately after 
irrigation prevents the chlorotic condition often observed in young 
wheat plants after heavy rains or the application of irrigation water 
and increases the yield of grain. 

(3) The irrigation water washes the soluble nitrate nitrogen below 
the 3-foot level. 

(4) Yields both of straw and grain are increased by applications of 
calcium nitrate, ammonium acid phosphate, and ammonium sulphate 
in the order named. 

(5) In plots treated with calcium nitrate, the nitrate nitrogen con¬ 
tent was high in the first 6 inches of soil. In plots receiving no nitro¬ 
gen the nitrate nitrogen content was significantly lower. 

(6) Applications of manganese sulphate, iron sulphate, and super¬ 
phosphate did not alter the chlorotic condition or increase the yield 
over the no-treatment plots. 

LITERATURE CITED 

(1) Association of Official Agricultural Chemists. 

[1931]. official and tentative methods of analysis . . . COMPILED BY 
THE COMMITTEE ON EDITING METHODS OF ANALYSIS. Ed. 3, 1930. 
593 pp. f illus. Washington, D. C. 

(2) Fisiiek, R. A. 

1932. STATISTICAL METHODS FOR RESEARCH WORKERS. Ed. 4, rev. and 
enl., 317 pp., illus. Edinburgh and London. 

(3) Gardner, R., and Robertson, D. W. 

1935. THE USE OF SUGAR BEET PETIOLES AS INDICATORS OF SOIL FER¬ 
TILITY needs. Colo. Expt. Sta. Tech. Bull. 14, 10 pp. 

(4) Patten, H. E. 

1909. heat transference in soils. U. S. Bur. Soils Bull. 59, 54 pp., 
illus. 

(5) Roberbton, D. W., Jyezer, A., Sjogren, J., and Koonce, D. 

1934. STUDIES ON THE CRITICAL PERIOD FOR APPLYING IRRIGATION WATER 
to wheat. Colo. Expt. Sta. Tech, Bull. 11, 43 pp., illus. 

(6) Snedecor, G. W. 

1934. CALCULATION AND INTERPRETATION OF ANALYSIS OF VARIANCE AND 

covariance. 96 pp. Ames, Iowa. (Iowa State Col., Div. 
Indus. Sci. Monog. 1.) 

(7) Sweet, A. T., and Spencer, J. N. 

1931. SOIL SURVEY OF THE FORT COLLINS AREA, COLORADO. U. S. Bur. 
Chem. and Soils, Soil Survey Rept. Ser. 1927, no. 27, 29 pp., illus. 

(8) Weaver, J. E. 

1926. root development of field crops. 291 pp., illus. New York. 



FACTORS INFLUENCING THE RIPENING SEASON OF 
SOUR CHERRIES 1 

By V. R. Gardner 

Director , Michigan Agricultural Experiment Station 

INTRODUCTION 

With cherries, as with most other fruits, the season at which the fruit 
matures is important in determining its market value. Thus, varieties 
such as Black Tartarian, which would be of little worth if their fruit 
were to ripen 2 weeks later than it does, are highly prized because 
they are among the first to reach the market. 

In a general way each variety has its characteristic ripening season, 
and efforts to advance, retard, shorten, or lengthen the harvesting 
season have been limited largely to the selection of varieties that 
would appear to meet the requirements in question. Nevertheless, 
there is considerable variation in ripening season within the same 
variety, not only from place to place but even within the same orchard. 
Thus in the Graham station orchard near Grand Rapids, Mich., 
which furnished many of the data lor this report, the first picking of 
Montmorency in 1935 was made on July 16 and the last on September 
14. Sometimes this prolonged ripening season occasions no great 
inconvenience or loss, but at other times it may entail considerable 
added expense because of the necessity of fractional picking or, if 
such picking is not employed, it may cause considerable loss in revenue 
because of the change in price as the season advances, or the lovrer 
price received for a product not uniform in degree of maturity. 

For commercial canning only cherries that are fully tree-ripened 
are wanted. Those that are slightly immature lose too much of their 
color in processing and the appearance of the finished product is 
impaired. If the fruit is left on the trees until all of it is ripe enough 
for canning, there is loss from overmaturity and decay, attack by birds, 
bruising from the wind, wilting, and other causes. There is perhaps 
a wider range in the degree of maturity that is acceptable for the 
fresli-fruit trade, but uniformity within the package is highly desirable. 
Experience shows that in many seasons in certain Montmorency or¬ 
chards fully 3 weeks intervenes between the first and the last pickings 
when an effort is made to meet the demands of an exacting trade. 

It has seemed desirable, therefore, to make a study of some of 
the more important factors that influence the season of ripening of 
cherries and to discover, if possible, practicable means of advancing 
or retarding and of making more uniform the season of maturity. 

REVIEW OF LITERATURE 

Though there is a fairly extensive literature pertaining to cherries 
and cherry culture, data relating to factors other than variety that 
influence the ripening season are rather limited. 

* Received for publication Feb. 4, 1037; issued October 1937. Journal article no. 289 (n. s.) from the 
Michigan Agricultural Experiment Station. 
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Growers generally are aware of the influence of latitude on the ripen¬ 
ing season of fruits. Thus in Michigan the harvesting of Mont¬ 
morency usually takes place during the first half of July in the more 
southern counties, during the second and third weeks m the central 
counties, during the last half of the month in the Traverse City area, 
and during early August in the northernmost sections that are subject 
to the influence of Lake Michigan. This difference is considerably 
greater than the average of 3.6 days retardation in ripening season 
for each degree of latitude found by Phillips (9) 2 as characterizing 
the Montmorency cherry in the Mississippi Valley. That this 
influence of latitude on ripening season is probably in large part a 
temperature effect is indicated not only by the prevailing temperatures 
at these different latitudes, but by the experience of English and other 
northwestern European growers who have been able to advance the 
ripening season of some cherry varieties 2 or 3 weeks by training them 
as espaliers or cordons along the south side of walls (11) and to retard 
ripening for a similar period by shading (2). 

With many fruits soil exerts a very pronounced influence on ripening 
season, light soils tending to promote maturity and heavier soils 
tending to retard it. This influence is not so marked in the case of 
cherries, though it has been noted many times (18). The application 
of nitrogenous fertilizers tends to delay maturity in many fruits. 
This influence has been observed with sour cherries (12), but thore is 
some question as to its relative importance. Fertilization has also 
been noted (7) as contributing to the evenness of ripening of cherries. 
Though rootstocks undoubtedly exert some influence on earliness and 
evenness of ripening, ( 5 ), data are not available to indicate clearly 
what stocks may be used with confidence to advance or to retard 
ripening. 

Little attention has been given to the importance of intravarietv 
strains in the case of cherries, though there are a number of references 
in the literature to the occurrence of limb sports that differ from the 
parent tree in ripening season. May Duke in particular has long been 
noted as a variety characterized by very uneven ripening (jf, 8), 
apparently due to what might bo called an ever-sporting tendency, 
and Hochgenuss von Erfurt (10) is apparently another variety of the 
same type. A number of whole tree and limb variations in season 
of ripening in the Montmorency variety have been described recently 
by Drain (4), and the presumption is that directly or indirectly other 
variations of this same type nave been responsible for more or less 
unevenness in ripening in the general run of stock propagated com¬ 
mercially by the nurseries. 

MATERIALS AND METHODS 

There were available for the purposes of this study the 1931-34 
harvesting records of each of 194 cherry trees (Prunus cerasus L.) of the 
Montmorency variety in the so-called Corporation orchard near 
South Haven, Mich., and the 1931-36 harvesting records of each of 
149 trees in the Graham station orchard near Grand Rapids, both of 
which orchards had been set in the spring of 1920. The records for 
the Corporation orchard included individual tree yields each year and 
a series of notes made during the ripening season in which each tree 


3 Reference is made by number (italic) to Literature Cited, p. 532. 




Oct. i, 1937 Factors Influencing Ripening Season of Sour Cherries 523 


was classified as ripening its fruit evenly or unevenly and relatively 
early, midseason, or late in the season. In the Graham station or¬ 
chard fractional picking was employed each year on those trees that 
ripened unevenly and records were kept of the quantities harvested 
at each picking. Special effort was made each year to harvest the fruit 
at as nearly the ideal stage of maturity as possible. Measurements 
were made of the trunk circumference of each tree in the two orchards 
each autumn, and the crops of individual trees were classified as 
small, medium, large, or very large if they totaled as follows for trees 
of the following trunk circumferences (as measured in the fall of 1933): 


Trunk circumference (inches): Vie/d ( pounds) and crop classification 

Less than 19__ _Less than 25, small. 

Do___ _ . 25-75, medium. 

Do__ _ _ _ _. More than 75, large. 

Do ___ _ _ _ More than 150, very large. 

19-23_ ... _ . Less than 75, small. 

19-23_ _ _ _ _ 75-100, medium. 

19-23_ _ _ 125-200, large. 

19-23_ ____ _ More than 200, very large. 


This is, of course, an arbitrary classification, but it permits a grouping 
that brings out the influence of relative size of crop on season of 
maturity. 

In addition to the 149 trees at the Graham station already referred 
to there were a number of others in other blocks, some younger and 
some older, which were submitted to various experimental treatments 
and on which records relating to season of maturity were obtained. 

One series of records was obtained in 1933 from four representative 
individuals in a block of fully mature Early Richmond trees in the 
orchard of the W. R. Roach Co., of Hart, Mich. These trees were 
large for their age, healthy, and at an earlier stage in their development 
had been very vigorous. For several years before the records were 
taken they had been bearing very heavy crops, so heavy in fact that 
a considerable percentage of the crop had not been sizing up and 
ripening properly. Fractional picking had been employed each year, 
but part of the crop never reached a degree of maturity that made it 
acceptable for commercial canning, even though allow ed to remain on 
the trees until after the Montmorency harvest had been completed. 

Temperature data to compare with the fruiting records of the 
Graham station trees w r ere obtained from the Grand Rapids office of 
the United States Weather Bureau, located about 4 miles from the 
orchard. 

INFLUENCE OF TEMPERATURE AND SIZE OF CROP ON RIPENING 

SEASON 

Perhaps the most obvious variation in ripening period encountered 
in this study was that associated with season. In 1931, 1935, and 
193G cherries ripened late, in 1932 relatively early, and in the other 
years about midseason. The ripening season in 1934 was very uni¬ 
form; in 1935 and 1936, uneven and long drawn out, and in the other 
years intermediate. These facts are well brought out in figure 1 and 
table 1 for the trees in the Graham station block. 

The seasonal variations in earliness or lateness of ripening can be 
explained in part by the accompanying temperatures. The three 
relatively early seasons, 1932-34, were characterized by at least mod¬ 
erately high mean May, June, and July temperatures and by corre- 

22709—37-4 
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spondingly high heat accumulations (measured by daily maxima) 
during these months. Though the mean July temperatures and July 
heat accumulations of the 3 late-maturing years were as high as or 
higher than those of the 3 early-maturing years, May temperatures 
and heat accumulations were markedly lower in 1931 and 1935 and 
June temperatures were markedly lower in 1935 and 1936. The 
fruit, therefore, had advanced considerably further in its development 
by July 1 in some years than in others. 



JULY AUGUST SEPTEMBER 

Figure l.—Ripemng season of fruit on 149 trees at the Graham station, Grand Rapids, Mich., 1931-36. 
Vertical lines indicate mean picking dates; figures at right end of horizontal lines indicate standard devia¬ 
tions, in days, in harvesting dates. 


Table 1 . —Yields and ripening dates of 149 Montmorency cherry trees at the Graham 
station , 1931-36, and temperature records for the growing seasons of those years 


Vnft ** 

Average 

First 

Last 

Average 

Standard 

deviation 

j Mean temperature 

1 Heat accumulation 1 

i ear 

yield per 

tree 

picking 

picking 

harvest 

date 

in ripening 
date 

Ma> 

June 

July 

May 

| June 

1 

July 

1931 

Pounds 
130.6 

July 14 

July 31 

July 20 

Days 

5 17=fc0.02 

°F 

56 0 

°F. 

71.3 

°F 
75. 8 

i 

| °F 
! 744 

1 ’ 
°F 

1, 188 

°F. 

1, 379 

1932 

44 7 

July 6 

July 23 

July 10 

2. 79±0 02 

59 4 

70 5 

73.0 

1 855 

1, 170 

I 1,280 

1933 

109 4 

--.do. 

Aug. 1 

July 13 

3 6f.rfc0.0J 

59. 7 

74.0 

75 6 

833 

1, 290 

1 1,373 

1934 

155 8 

July 9 

July 19 

...do_ 

3. OPrfcO 01 

63 7 

73 3 

70 8 

1,050 

1,287 

1,450 

1935 

100 2 

July 17 

Sept 14 

July 24 

4 9f>±0 02 

63 3 

64.8 

70 5 ' 

044 

948 

1,300 

1936 

242.7 

July 14 

--.do.| 

July 29 

0 H2±0. 02 

62.9 

00.2 

77.3 j 

i, ooi ! 

l 

1,10 L 

1,472 


1 Heat accumulation figured as the total of the day degrees of maximum temperature exceeding 41° F. 


Examination of the data presented in table 1, however, suggests 
that size of crop may have had some influence on season of maturity. 
Thus in 1936, when very heavy crops were borne, the maturing season 
was very late; and in 1931, another year of fairly heavy crops, the 
ripe,ning season was again late. The years 1932 and 1933 were years 
of light or moderate production and the ripening seasons were com¬ 
paratively early. On the other hand, in 1934 the trees bore heavier 
crops than were borne the two preceding seasons and they matured 
their fruit as late or slightly later even though temperatures were 
higher, while in 1935 with only a medium crop they matured their 
fruit late. The influence of size of crop upon season of ripening is 
more clearly indicated by the data in table 2, in w r hicli the harvesting 
records for several seasons of the individual trees in the Corporation 
and Graham station orchards are classified as to size, earliness, and 
evenness of ripening. 
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It will be noted that in both orchards there was a marked tendency 
for trees bearing relatively light crops to mature their fruit early and 
for the fruit to ripen evenly, whereas the trees bearing relatively 
heavy crops matured their fruit late and the fruit ripened more or 
less unevenly. Trees with medium-sized crops were intermediate 
in respect to both time and uniformity of ripening. This influence 
of size of crop is given a quantitative expression by the data presented 
in table 3. Presumably the retarding effect of a heavy crop was more 
important in causing late ripening in the Graham station orchard in 
1936 than the somewhat subnormal moan temperature during June, 
for temperatures during the remainder of the growing season were up 
to or above the average. 

Table 2. —Classification oj the individual tree yields on a basis of ripening season , 
crop yield , and manner of ripening , in Corporation and Graham station orchards 

[Each tree each year was classified as bearing a light, medium, heavy, or very heavy crop; as having an 
early, midseason, or late ripening season, and as having fruit that ripened evenly or unevenly] 


CORPORATION ORCHARD, 1931-34 i 


Kind of crop and manner of 

J ^ 

I Percent- 

Kind of crop and time of 


Percent 

ripening 


1 of total 

! ripening 

1 

of total 


i Sum- 

! 


Sum- 


Light • 

for 

1 

Light: 

1 her 

i 

Even.. . - .. . 

! 304 

; 83 

Early .. ... . 

1 115 

1 43 

Fairly even 

: 12 

3 

Midseason. . 

! 145 

: 55 

Uneven . _ 

! 51 

! 14 

Late.. . 

’ 0 

| 2 

Total 

' 307 

i 100 

! Total... . . 

’ 266 

I 100 

Medium. 

i 

1 

S Medium* 

| 


Even 

; 129 

1 45 

1 Early... . . ...... 

35 

1 14 

Fairly on en 

1 K4 

29 

Mulseason 

1SX 

! 76 

Uneven 

73 

20 

Late 

! 25 

i 10 

Total . 

2 X 6 

; too 

Total . . . .. 

1 248 

! 100 

Heavy 

| 


Heavy 



Even 

, H 

9 

Early . _ 

0 

0 

Fairly even . _ 

! 22 

! 20 

Midseason. __ 

27 

56 

Uneven 

' r>9 

| 05 

Late. 

21 

44 

Total . . 

• xo 

| 100 

Total.. . .. 

48 

100 

OK All AM STATION ORCHARD, 1931-36 



Light 



Light 



Even . 

129 

89 

Early.. . 

89 i 

61 

Fairly even_ .. 

10 

7 

Midseason ... 


1 36 

Uneven _ . 

(. 

4 

Late .. . .. 

__4 ! 

3 

Total_ . . 

”« 

KM) 

Total.. .. ..._ 

H5 ; 

; ioo 

Medium* 



Medium 


* 

Even. 

156 

02 

Early. _ ..... 

115 1 

46 

Fairly even 

43 

17 

Midseason . ... 

122 ! 

48 

Uneven . 

62 

21 

Late.. .. 

It i 

6 

Total... 

261 

J 00 

Total... 

251 i 

100 

Large: 



Large 



Even.. .. _ 

171 

52 

Early. . . . 

: 55 

17 

Fairly even. 

62 

19 

Midseason. . 

172 

53 

Uneven .. 

94 

29 

Late. 

100 

30 

Total . 

327 

100 

Total.... 

’ 327 

100 

Very large: 



Very large 



Even . 

8 

5 

Early. 

2 

1 

Fairly even . 

61 

38 

Midseason . . 

83 

52 

Uneven . 

92 

57 

Late . . 

76 

47 

Total. 

161 

’lOO 

Total. 

ToT 

100 


1 In 1931 the crops in the Corporation orchard were not classified as to early, midseason, or late and again 
In 1934 only a part was so classified. 




























526 


Journal of Agricultural Research 


Vol. 55, no. 7 


Table 3. — Ripening-season data for individuals of selected groups of Montmorency 
cherry trees in the Graham station orchard , WSJ-36 

[The figures presented are the averages for the 25 lowest and 25 highest yielding individuals of each year, 
regardless of what those individual trees may have yielded in other years. The 50 individuals were the 
extremes from the standpoint of yield of the 149 trees in the orchard] 


Year 


1931. 

1932.. 

1933.. 
1934 . 

1935.. 
1936 . 


The 25 lowest-yielding trees * 

The 25 highest-yielding trees 1 



Averages of 
standard 
deviations 
in ripening 
date for each 



Averages of 
standard 
deviations 
in ripening 
date for each 

Average 

yiela 

Average 

ripening 

date 

Average 

yield 

Average 

ilpenlng 

date 



of the 25 trees 



of the 25 trees 

Pounds 


Days 

l*ounds 


Days 

59 

July 19 

4.80 

195 

July 28 

4.01 

7 

July 8 

2 44 

97 

July 10 

3.76 

49 

July 11 

1.70 

175 

July 14 

2.10 

46 

July 10 


262 

July 16 

.40 

48 

July 23 

1 25 

165 

July 25 

1.30 

125 

July 27 

4.20 

346 

July 29 

5.30 


1 It should be made clear that each of the 25 trees (say lowest-yielding trees) had a day which was considered 
to be its “ripening” date (here an average) and that each tree had a “ni>emng period” standard deviation, 
or a period in which about two-thirds of its fruit ripened The averages arc merely the averages of these 
quantities for the 25 trees Hence the average of the standard deviations is an average of the periods, for 
each tree, in which about two-thirds of the fruit ripened. This value shows the average period m which 
about two-thirds of the cherries ripened, it is akin to an average of njiemng periods or an average of ranges 
This average of the standard deviations is not a standard deviation of the set of items made up of averages 
of ripening dates. 


INFLUENCE OF SHADING AND SIZE OF CROP ON RIPENING 

SEASON 

It has long been a matter of observation that cherries in the tops 
and on the more exposed outside limbs of the trees often ripen earlier 
and more evenly than those on the lower and interior limbs. In order 
to obtain information as to whether'this is in the main a size-of-crop 
or a sliading-and-exposure influence several trees were selected shortly 
before harvest in the summer of 1932 and again in 1933, as follows: 

(1) Trees with a heavy crop on one side and a light crop on the other, 

(2) trees with a heavy crop in the top part and a light crop in the 
bottom, but with no marked difference between the two parts in 
exposure to light. Fractional pickings were made of the two sides 
of these trees and of their upper and lower halves, respectively, and 
great care was taken to harvest fruit only of the same degree of ma¬ 
turity. Still other trees were selected in the same years, all of which 
were bearing relatively heavy crops, but some of which had (3) dense 
tops wuth heavily shaded centers and (4) others which had very open 
spreading tops with centers well exposed to sunlight. In harvesting 
the fruit from these last two groups, fractional pickings were made of 
(a) tops and centers and (b) inside or center portions. The harvesting 
records of these four groups of trees are presented in table 4. 
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Table 4 . — The ripening season and yield of Montmorency cherry trees as influenced 
by the location of the fruit in different parts of the tree, Graham station orchard , 
198283 


Tree no. 

Picking 

dates 

Portion of 
tree 

Yield 

Tree no. 





Lb 

Pd 



(July 

8,1932 

East side_ 

39 

7ft 



July 

11,1932 

_do_ 

12 

24 



July 

8.1932 

West side 

14 

88 



July 

11,1932 

- do. 

2 

12 


15-A_... , 

July 

ft, 1933 

East side.. - 

* 

11 

l-C (open 


July 

11,1933 

.do. 

4H 

65 

top) 


July 

17,1933 

.do. 

18 

24 



July 

ft, 1933 

West side... 

l 35 

«9 



July 

11,1933 

_do-. 

! ift 

31 



July 

8,1932 

Top. 

41 

77 


1 II 

July 

11,1932 

.... do. 

12 

23 


1 11 - ~ ~ ' 

July 

July 

8,1932 
11,1932 

Bottom. 

.do. 

7 

12 

37 

03 

1 - 1 ) (dense 

t /in) 


/July 

9,1932 

Outside. 

ftO 

75 

Top; 


July 

12,1932 

.. ..do .. 

20 

25 



July 

9,1932 

Inside . 

! 2 

8 


1 - 1 ) (dense 

July 

July 

12.1932 
15, 1932 , 

do 

. do .... 

1 20 

4 

77 

15 

8 - FJ (open 

top) ; 

July 

7,1933 

Outside 

9 

8 

top j 


July 

12, 1933 ! 

-do— . I 

i 72 

09 



July 

1ft, 1933 

-do.. . j 

24 

23 


1 

July 

12, 1933 

Inside.. .-1 

1 35 

58 | 

a 1 

i 

Uuly 

1ft, 1933 

.do —1 

! 25 

42 1 

1 1 

v J (open 
top) 


Picking 

dates 

Portion of 
tree 

Yield 




Lb 

Pd. 

/July 

9, 1932 

Outside..... 

3fl 

84 

July 

12, 1932 

_do...... 

7 

16 

July 

8 , 1932 

Inside- 

9 

50 

July 

12, 1932 

_do.. — 

8 

44 

, July 

15, 1932 

. ..do. 

1 

6 

\July 

7, 1933 

Outride .... 

21 

19 

July 

12, 1933 

.do. ... 

51 

47 

July 

1ft, 1933 

....do.. 

37 

34 

July 

12,1933 

Inside . 

12 

50 

Uuly 

1«,1933 

_do. 

12 

50 

July 

7,1933 

Outside_ 

16 

2 ft 

July 

12,1933 

.do. 

38 

61 

-{July 

1ft, 1933 

—do. 

8 

13 

July 

12 , 1933 

Inside_ 

22 

45 

July 

10.1933 

_do_ 

27 

55 

(July 

7,1933 

Outside.. . 

17 

17 

July 

12,1933 

_do ... . 

72 

71 

July 

1ft, 1933 

.do. 

12 

12 

July 

12 1933 

Inside. 

30 

59 

July 

1ft, 1933 

1 _do_ 

21 

41 

July 

7,1933 

i Outside.. 

5 

5 

July 

12, 1933 

!_do . .. 

6 o: 

60 

{July 

1ft 1933 

. ..do. 

2 ft 

29 

July 

12. 1933 

Inside . . .. 

18 

60 

j (July 

If), 1933 

...do. 

12 

40 


It will bo noted that in both years the light-cropping side of tree 
15-A matured its fruit somewhat earlier and more evenly than the 
heavier cropping side. However, both trees (1~H and 15-A) which 
had been so grown and so pruned that both tops and bottoms were 
well exposed to light but which bore heavier crops in the tops than in 
the bottoms, had a tendency to mature their fruit earlier in the tops 
than in the bottoms in spite of the larger crops. This might lead to 
the assumption that shading of fruit and foliage in the lower part of 
the tree was responsible for the later and more uneven ripening. 
However, the fact that those trees for which “outside” and “inside” 
picking records were obtained ripened their outside fruit earlier and 
more evenly than their inside fruit, regardless of whether the tree 
had a dense or an open top, would indicate that shading within the 
limits comiuonlv afforded by the tops of cherry trees is perhaps not 
of so great importance in this connection. Observations as to the 
distribution and ripening of the fruit in the several parts of these 
trees, together with the data in table f>, lead unmistakably to the 
opinion that both earliness and evenness of ripening depended more 
upon the relative amount of leaf area as compared with the amount of 
fruit borne by the portions of the tree in question. Where there was 
a relatively large amount of foliage for the fruit of the limb or part of 
the tree in question, the ripening season was comparatively early and 
even; where foliage was limited for the fruit associated with it and to 
the development and ripening of which it was contributing, ripening 
was delayed and uneven. This interpretation of ripening behavior 
ties in witli and helps explain some of the seasonal peculiarities in 
season of maturity mentioned earlier in this paper, e. g., the late 
and uneven ripening of the 1936 crop, which was extremely heavy. 
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Even more convincing as to the retarding effect on ripening of a 
very large crop and of limited leaf surface are the records obtained 
in 1933 in the Early Richmond bJock briefly described under Materials 
and Methods. Four trees considered as fairly representing the con¬ 
ditions of tree growth and crop in this block were selected. At 
harvest counts were made of the number of cherries on limbs of 
approximately the same diameter in each of these trees and of the 
number of leaves accompanying them. The cherries wore weighed 
and classified as to maturity, and leaf areas were determined. Similar 
records were made for the whole trees. The data obtained are sum¬ 
marized in tables 5 and 6. In general the larger the amount of foliage 
in relation to the amount of fruit, the more even and complete was 
the ripening of the fruit. It is realized, of course, that branches of 
the sizes included in this table are not entirely independent, for there 
is considerable translocation of food materials from limb to limb in 
the cherry tree (8). The data obtained permit no exact statement as 
to the number of leaves or the leaf area necessary to mature a cherry, 
but for Early Richmond in the Roach orchard in 1933 it appears that 
not less than 5 square inches of leaf area was required for each fruit 
if it was to ripen properly and that when there was an 8- or 10-square- 
inch leaf area present per cherry, the chances of those cherries ripening 
properly at the normal maturing season were good. 

Table 5. —Harvesting and leaf records of 4 Early Richmond trees grovring near Hart, 
Mich., arranged in descending order according to apparent vegetative vigor, 1933 


Item 


Trunk circumference - -__ .___ _.. inches— 

Leaves, estimated *. number.. 

Leaf area, estimated *.square inches.. 

Leaves per fruit, estimated_„ ... .number.. 

Leaf area, per fruit, estimated. _ _ . _. .square inches.. 

Total fruits. number.. 

Fruits maturing properly.....do. 

Fruits not maturing properly..do. 

Total weights of fruit....... poun ds. 

Weight of fruit maturing properly...do .. _ 

Weight of fruit not maturing properly...do_ 

Average cherries per pound-.....numher . 

Average cherries per pound maturing properly.do_I 

Average cherries per pound not maturing properly.do_I 


Tree A 

Tree It 

Tree C 

Tree 1) 

24 5 

20 0 

■ 

20 5 

24 0 

89,000 

68,000 

63,000 

64,000 

293,700 

223,000 

195,900 

202,200 

3.1 

3.2 

1.10 

1.15 

10.30 

10.60 

6.63 

3.66 

28,285 

20,976 

29,559 

55,350 

18 586 

11,149 

13,753 

16,850 

9,699 

9,827 

15,806 

38,500 

178.3 

138.4 

157.6 

266 0 

117.9 

72.4 

81.1 

91.5 

60.4 

66 0 

76 5 

174.5 

159 

152 

188 

203 

158 

154 

170 

184 

160 

150 

207 

221 


1 Estimate made by counting the leaves on several blanches 2 inches in diameter and multiplying that 
number by the estimated number of branches of equivalent size 
* Estimate made by multiplying the estimated number of leaves by the a\orage area of a large random 
sample. 
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Table 6 . —Size and maturity of fruits from selected branches of Early Richmond 
trees, as influenced by the associated leaf area, Hart, Mich., 1933 


Tree 

Branch 

no. 

Branch 

diame¬ 

ter 

P'ruits 

maturing 

properly 

Aver¬ 

age 

number 
of fruits 
per 

pound 

matur¬ 

ing 

proper¬ 

ly 

I'm its 
not 

maturing 

properly 

Aver¬ 

age 

number 
of fruits 
l>er 

pound 

not 

matur¬ 

ing 

proi>er- 

iy 

Total 

leaves 

Aver¬ 

age 

number 

of 

leaves 

per 

fruit 

Total 

leaf 

area 

1 

Aver¬ 

age 

leaf 

area 

per 

fruit 

Fruits 

matur¬ 

ing 

proper¬ 

ly 




Num- 


Num - 

Num- 


Num- 

Nu m- 

Num- 



Per- 



In. 

ber 

Lb. 

ber 

ber 

Lb. 

ber 

ber 

ber 

Sq . in. 

Sr; in 

cent 


/ 1 

H 

562 

3.3 

170 

31 

0.2 

155 

1, 265 

2.1 

3,767 

6.4 

95 


5 

M 

320 

1.95 

164 

5 



700 

2.1 

2,205 
5,243 | 

6.8 

99 


6 

H 

516 

3.15 

164 

69 

.4 

172 

1,808 

3.0 

9.0 

88 


7 

h 

348 

2.0 

174 

123 

.75 

1G4 

1,126 

2 3 

3,772 

8.0 

73 

A .. 

2 

H 

91 

. 55 

165 

14 

.07 

200 

209 

2.0 

587 j 

5.6 

86 


3 

y< 

83 

.5 

166 

10 

.05 

200 

336 

3.6 

1,014 | 

10.9 

89 


4 

H 

Ya 

103 

.65 

159 

0 

0 


182 

1 76 

551 

5.3 

100 


8 

48 

.3 

160 

21 

.1 

210 

148 

2.1 

534 

7.7 

70 


1 

A 

84 

.5 

168 

30 

.15 

200 

222 

1.9 

672 | 

5.9 

74 


5 

Ya 

53 

.3 

177 

26 

.15 

173 

234 

2.96 

720 

9.1 

67 


7 

Ya 

75 

.45 

167 

45 

.25 

180 

157 

1.3 

455 

3.8 

63 

B___ 

3 

h 

83 

.5 

166 

19 

. 1 

190 

219 

2 1 

650 

6.3 

81 


2 

H 

226 

1.4 

161 

195 

t. 1 

177 

454 

1.07 

1,384 

3.3 

54 


4 

Ya 

231 

1.6 

154 

30 

.2 

150 

701 

2.7 

2,046 

7.8 

89 


6 

Ya 

177 

1 2 

148 

56 

.4 

140 

495 

2.1 

1,494 

6.4 

76 


1 

Ya 

Ya 

70 

.4 

175 

66 

.15 

373 

141 

1.1 

400 

3.2 

55 


2 

73 

.4 

182 

98 

.5 

196 

214 

1.2 

588 

3.4 

43 


4 

Ya 

37 

.2 

185 

71 

.25 

284 

106 

.98 

269 

2.5 

34 

n 

5 

Ya 

78 

.4 

195 

76 

.3 

253 

202 

1.3 

559 

3.6 

51 

V... 

3 

\ h 

185 

1 1 

108 

189 

.95 

199 

490 

1.3 

1,465 

3.9 

50 


6 

S 

334 

1.9 

176 

424 

1 9 

223 

1,012 

1 3 

2,742 

3 6 

44 


7 

255 

1.55 

165 

217 

1 2 

181 

735 

1.5 j 

2,249 

4.8 

54 


8 

Ya 

407 

2 45 

166 

336 

2.0 

168 

1,418 

1.9 j 

4,296 

5.8 

55 


2 

H 

10 G 

5 

212 | 

39 

.2 

195 

259 

1 78 1 

880 

6.1 

73 


3 

a 

20 

.2 

130 

114 

6 

190 

277 

1 9 | 

781 

5.6 

18 


4 

39 

. 15 

2 t>0 

143 

.7 

204 

204 

1 1 1 

t 669 

3 7 

21 

D.-_ 

7 

H 

108 

.55 

196 

54 

• 2 

270 

153 

94 | 

430 

2 7 

66 


8 4 

201 

1.0 

201 

676 

3 1 

218 

712 | 

.8 l 

2,065 ! 

2.4 

22 


r> 

Ya 

502 

2 8 

200 

314 

1 5 

210 

816 ! 

.93 

2,407 

2.7 

64 


6 

H 

238 

1 2 

198 

492 

2.15 

229 

509 | 

* # 

1,598 
2,181 

2.2 

32 

l 

s 

Ya 

397 

1 95 

204 

256 

1 . 1 

233 

747 

l.i 

3.3 

60 


1 Correlation < oefllcient bctw con u\ 01 ape leaf area in square inches per fruit and percentage of fruit matur¬ 
ing properly equals 0.64rfc0.04. 

EFFECT OF NITROGENOUS FERTILIZERS ON RIPENING SEASON 

The statement is often made that applications of nitrogen-carrying 
fertilizers have a tendency to delay the ripening of cherries, and many 
fruit growers are of that opinion. All of the trees furnishing records 
for this study received annually a moderate application of sulphate 
of ammonia—from 2 to 4 pounds per tree—the quantity varying with 
the season and size of tree. The records of these trees therefore 
did not furnish an answer to the question as to the influence of nitro¬ 
gen-carrying fertilizers on season of maturity of the fruit. Inasmuch 
as an earlier study (6) of cultural practices in the Montmorency cherry 
orchard, which included some fertilizer trials, had failed to show any 
marked influence of applications of nitrogenous fertilizers on ripening 
season, it was decided to put the idea to a crucial test. Several 
trees on the Graham station grounds, not included in the block for 
which ripening-season records have been given, several years older but 
more or less comparable to them, w r ere treated with heavy applications 
of sulphate of ammonia each year for 3 successive years. Eighteen 
pounas per tree per year were applied to some and 25 pounds per tree 
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to others. These applications were so heavy that they destroyed all 
vegetation beneath the trees, but apparently they did not injure the 
tree roots, at least not seriously, for the trees made a very vigorous 
vegetative growth, blossomed freely, and set and matured heavy crops. 
Each year the fruit ripened midseason or earlier for Montmorency in 
that part of the State and the ripening season was remarkably even. 
The heavy fertilizer applications had no retarding effect on maturity. 
There was ample foliage throughout the trees for the even and reason¬ 
ably early maturity of all the fruit that they produced. 

In this connection it should be mentioned that the thin, weak 
wood had been removed from the centers of these trees so that they 
contained few or no fruiting branches that had set a considerable 
number of fruits but that did not possess a correspondingly large 
amount of foliage. Observation leads to the opinion that the idea 
that the application of nitrogenous fertilizer to cherry trees causes 
delayed maturity and uneven ripening is due in large measure to the 
fact that because of the crowding and shading effect of the vigorous 
branches in the outside and top of the tree, the interior branches 
become weak, produce little foliage, and then set more fruit than they 
can mature properly. The result is delayed and uneven ripening on 
the part of this fruit in the center of the tree. Removal of the slender, 
weak fruiting wood from the centers would do away with the difficulty. 

INFLUENCE OF STRAIN ON EARLINESS AND EVENNESS OF RIPENING 

Reference has been made to the occurrence of late-maturing limb 
or whole-tree sports in cherry orchards. The Corporation orchard, 
which furnished part of the data for this study, contained one such 
late-ripening tree. In no year could it be picked when the other 
trees w ere being harvested, its harvesting season being about 10 days 
later. This particular tree has been propagated and some of its prog¬ 
eny brought to bearing age. The daughter trees faithfully reproduce 
the late-maturing characteristics of their parent, thus furnishing 
evidence that the late ripening of the parent tree is not due to stock 
or other environmental influences, but is due to a strain difference. 
The Graham station orchard likewise contains one late-maturing 
whole-tree sport, averaging about a week later than the other trees 
in the same block, and several late-maturing limb sports. The 
author lias noted many such late-maturing w hole-tree and limb sports 
in the cherry orchards of Michigan. They are of frequent occurrence 
in Montmorency, very frequent occurrence in English Morello, of 
less frequent occurrence in Early Richmond. A large number of 
these season-of-maturity sports have been propagated at the Graham 
station, and they have been found to transmit their characteristics 
to their vegetative progeny. There can be no question, therefore, 
as to the existence of late-maturing and early-maturing strains of 
cherries in the stocks of the three leading sour cherry varieties as they 
are obtainable from the trade, and there can be no question as to how 
they have originated. Close observation in hundreds of cherry 
orchards in Michigan warrants the statement that, though these 
striking sports are of rather frequent occurrence, they are recognized 
by the grower for what they are, they are not harvested along with 
the main crop, in many cases they are not harvested at all, and per¬ 
haps on the wdiole they can be ignored. 
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The occurrence of these striking season-of-maturity sports, however, 
raises a question as to whether there are not an equal or greater 
number of less prominent strains that are not so readily recognized 
but that, commercially, are more important because they are con¬ 
stantly contributing to lateness or unevenness of maturity. Obviously 
the very limited number of trees for which harvesting-season records 
were available for this study are inadequate for a satisfactory answer 
to this question. It may be noted, however, that, except for the 
two late-maturing whole-tree sports just mentioned, in no single 
instance did a tree that ripened its fruit relatively early or relatively 
late in some one season similarly ripen its fruit relatively early or 
relatively late in all of the other seasons. Thus, for instance, of the 
17 trees out of the entire 149 in the Graham station orchard that 
matured their fruit earliest in 1931, only 4 matured their crop rela¬ 
tively early in 1932, only 2 in 1933, 7 in 1934, 2 in 1935, and 2 in 
1930; furthermore, 11 of the 17 matured their fruit relatively late in 
1932, 1 matured its fruit late in 1933, 2 in 1934, 4 in 1935, and 2 in 
1930. The influence of the ratio between amount of foliage and size 
of crop, already discussed, apparently was sufficient to mask any minor 
strain influences in respect to ripening season. 

DISCUSSION 

The interpretation to be placed on the data that have been presented 
is that, though the ripening season of cherries depends in large measure 
upon growing-season temperatures, both earliness and evenness of 
ripening are considerably influenced by size of crop and the relative 
amount of leaf surface that accompanies it. Ripening can be has¬ 
tened and rendered more uniform by employing such cultural measures 
as promote a vigorous growth and keep the leaves functioning actively. 
Pruning, especially the kind that removes weak, slender, interior 
limbs that are rather poorly supplied with leaves, and the libera) use 
of nitrogenous fertilizer tend to provide such proper balance between 
vegetative growth and size of crop, and spraying with such materials 
as protect the leaves from fungous attack without causing an undue 
amount of spray injury tends to maintain it. 

SUMMARY 

The ripening season of cherries in contiguous areas often varies 
greatly, there being as much as 3 to 4 weeks* difference for the same 
variety between places 25 to 200 miles apart in the western Michigan 
fruit belt. 

The ripening season of the same variety in the same orchard may 
vary as much as 2 to 3 weeks from year to year. 

Growing-season temperature is a factor of major importance in 
determining the ripening season of cherries, ripening being delayed 
by relatively low temperatures. 

Variation in ripening season within the same orchard in any one 
season and likewise from year to year is due in large measure to size 
of crop and the relative amount of foliage associated with that crop, 
large crops and limited foliage tending to delay maturity and cause 
uneven ripening, and, conversely, small crops and abundant foliage 
tending to promote earliness and cause even ripening. 
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Cultural measures that tend to establish and maintain a proper 
balance between crop and vegetative growth tend toward earlier 
and more even maturing. Such measures include the use of nitrog¬ 
enous fertilizers, spraying to protect the leaves, and the removal 
by pruning of small, interior limbs that have a relatively small amount 
of leaf surface in comparison to their crop. 

Contrary to general opinion, the liberal use of nitrogen-carrying 
fertilizers was not found to lead to delayed maturity and uneven 
ripening. It has the opposite effect, if proper pruning methods are 
employed. 

Bud sports giving rise to late- or early-maturing strains are of 
rather frequent occurrence in the sour cherry, but they are of second¬ 
ary importance to the factors already mentioned in causing delayed 
or uneven ripening in the crop as a whole. 
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OBSERVATIONS ON THE VARIATIONS IN CYANOGE- 
NETIC POWER OF WHITE CLOVER PLANTS 1 

By Charles F. Rogers, assistant agricultural biochemist , and O. C. Frykolm, 

Emergency Relief Administration research assistant , Division of Agricultural 

Biochemistry , Minnesota Agricultural Experiment Station 

INTRODUCTION 

Mirande 2 appears to have been the first to note the cyanogenetic 
property of some individuals of the common white clover, Trifolium 
repens L., which is abundant in lawns and pastures. He barely 
anticipated Armstrong, Armstrong, and Horton 3 in the announce¬ 
ment of the observation. The last-named authors were seeking to 
explain the notable differences in nutrient qualities of some adjacent 
pastures. Because the botanical composition of the pastures was not 
alone sufficient to explain the observed differences they sought quali¬ 
tative differences in plants as well as possible peculiarities of the soil 
to explain the discrepancies. They stated that a kind of “wild white 
clover” was coming into favor early in the century because of its 
greater longevity and value in pastures, and that many such plants 
were eyanophoric, whereas cyanophoric seedlings of the common 
white clover were rare. Their observations showed that white clover 
plants from 15 sources varied both in cyanogenetic power and in 
ability to hydrolyze cyanogenetic glucosides when such glucosides 
wore added to aqueous extracts of the clovers. Only 2 of the 15 
groups tested were found to act selectively on different cyanophoric 
glucosides, the remainder acted either on all or on none of the 
glucosides. 

More recently Askew 4 , Doak 6 , and Rigg et al. 6 have studied the 
cyanophoric properties of white clovers in New Zealand. Like Aim- 
strong and his associates, they found that the wild white clovers were 
cyanophoric, but that the clovers' cyanophoric powers varied widely 
with location and type. Askew found a seasonal variation in the 
hydrocyanic acid (HON) content of white clover, with a tendency for 
the acid to increase in late summer. Doak 5 concluded that: 

There is considerable correlation between HCN content and type of white 
clover. 

The most highly producing and persistent lines are invariably associated with 
high HCN content while the poorer short-lived types are low in this respect. 

Doak stated also that plants from the same line vary in HCN con¬ 
tent. Rigg, Askew, and Kidson 6 found a variation of from 0.0016 to 
0.0124 percent of HCN in white clover from 11 sources. 

1 Received for publication Apr. 16, 1936; issued October 1937. Journal Series Paper No. 1423, Minne¬ 
sota Agricultural Exjieriment Station. The investigation reported here was made possible by workers 
supplied on W. P. A. project 1985, Minnesota Works Progress Administration; sponsor, University of 
Minnesota. 

* Mirande, M. bur la presence de l’acide cyanhydrique dans le triple rampant (trifolium 

refrnh l.) Oompt. Rend. Acad. Sci. [Paris] 155* 651-653 1912. 

« Armstrong, H. E., Armstrong, E. F., and Horton, E. herbage studies, ii —variation in lotus 
corniculatus and trifolium repens (cyanophoric plants). Roy. Soc. [London], Proc., B 86: 262-269. 
1913 

* Askew, H. O. determination of hydrocyanic acid in white clover. New Zeal. Jour. Sci. and 
Technol. 15: 227-233. 1933. 

» Doak, B. W. a chemical method for the determination of type in white clover. New Zeal. 
Jour. Sci. and Technol. 14: 359-365, illus. 1933. See p. 364. 

* Rigg, T., Askew, II. O., and Kidson, E. B. occurrence of cyanogenetic glucosides in nelson 
pasture plants. New Zeal. Jour. Sci. and Technol. 15: 222-227. 1933. 
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In 1934, when the New Zealand work first came to the writer's 
attention, tests of 15 plants of white clover for HCN had proved to 
be all negative, but potted New Zealand white clover seedlings were 
consistently cyanogenetic. Early in May 1935, preliminary tests of 
30 clover plants growing on the campus of University Farm, St. Paul, 
Minn., showed 6 to be strongly cyanogenetic. Five hundred plants 
were permanently labeled by June 24, 1935. This study was con¬ 
tinued until early in August when further tests for 1935 had to be 
abandoned. 

TECHNIQUE AND RESULTS 

The technique employed in the tests was as follows: Six mature 
leaves (18 leaflets) of each clover plant were put into a 6- by %-inch 
test tube, frozen at —15° C. Nearly saturated picric acid (0.05 
molar) was poured over sodium bicarbonate until all of the solid 
dissolved. If any precipitate formed within 2 minutes more picric 
acid was added. A layer 2 mm deep was poured into a Petri dish, 
and white filter paper in strips 3 mm wide was momentarily dipped 
straight down into the solution, then laid on glass rods for the solution 
to soak up the paper and partly dry out. 

One milliliter of water was measured from a burette into each tube 
containing frozen clover leaves. The test strip was inserted into the 
tube, and held in place by the cork. These were allowed to stand at 
room temperature (22° to 28° C.) for 1 day, when they were set into 
water at 50° for 15 minutes to volatilize HCN in the solution. The 
papers were removed and compared immediately with the standards 
set for scaling purposes. This is a modification of the Guignard 7 
test. 

As interest was centered in the groups of cyanophoric plants rather 
than in the exact amount of hydrocyanic acid in each plant, the test 
papers which indicated the unquestioned presence of hydrocyanic 
acid in the clover plants were separated into only five groups (table 1). 
The records entered in table 1 under “Trace” indicate a color of the 
paper between that of a negative test (paper the original yellow) 
and definitely reddened tinge to the yellow or strongly colored paper, 
which is taken as proof of presence, and a measure of quantity of 
hydrocyanic acid present. 

The conditions of soil, moisture, and light exposure, although not 
identical within each plot, were much alike. 

It is seen from table 1 that the greater portion of the plants in any 
location and at any time were negative in tests for hydrocyanic acid. 
About two-thirds of the total number tested were negative. It 
might be expected that these tests were grouped largely about some 
plants consistently negative in all tests. Plants consistently negative 
were grouped together, as were also those consistently positive and 
those intermediate ones which showed both negative and positive 
reactions. The number of tests made on each plant is given in table 2, 
and the plant is entered in the line corresponding to number of tests. 
Thus, if a plant was tested five times and found to be positive three 
times and negative twice, it would be entered in the column for 
positive three times. When only a trace appeared one or more times, 
the plant would be entered in the column headed “Trace.” Such 

7 Guignard, L. le haricot a acide cyanhydrique, phaseoi.us lunatus l. Comnt. Kend. Acad. 
Sci. [Paris] 142. 545-553. 1906. 
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f )lants are essentially negative. All groups of plants were tested at 
east three times, but in each group some plants were lost by the 
destruction of stakes, and other plants had to be assigned the same 
number. This accounts for the 39 plants tested less than three times, 
and 133 plants tested three times. 


Table 1. —Distribution of hydrocyanic acid'in clover plants according to location 

of plants 



Number of tests 



Plants testing— 



Plant group nos. 1 

Total 

Per 

plant 

Nega¬ 

tive 

Positive (classified as to approximate 
intensity) * 


Trace 

* 

2 

3 

4 | 

5 




0-99_ ___ 

420 

5 

278 

13 

45 

40 

23 

13 

2 

100-199-____ 

388 

4 

289 

23 

34 

18 

20 

2 

2 

200-299 .- . _ - _ 

299 

3 

204 

18 

36 

19 

14 

8 

0 

300-399 _ .. _ 

384 

4 

217 

13 

48 

57 

40 

8 

1 

400-499 _ .. . . . . 

492 

5 

297 

21 

79 

47 

i 28 

12 

8 

Total ---- - - - 

1, 983 


1,285 

88 

242 

187 

125 

43 

13 

Percentage of total tests 


- 

04 80 

4 4 

12 20 

9 43 

6 30 

2 17 

0 06 


1 Site of plants and soil types 0-99. highland, various types of soil and moisture, old and young plants; 
100-299, flat, shallow, sandy soil over gravel bed, old stand, 300-399, sloping sandy soil, thin sod 7 y ears 
old, 400-499, black soil, bottom land of pasture, old sod 
* "Trace” indicates a color of the pajier in between definite negative and definite proof of the presence of 
hydrocanic acid in appreciable quantity, classifications 1 to 5 indicate h>droe>anic acid in increasing quan¬ 
tities 


Table 2. —Consistency in the cyanogenetic property of white clover plants as measured 
by the Guignard test-paper method 1 


Plants testing - 


Plants 

tested 

(num- 

Teats 



Positive (classified as to approximate intensity 

her) 
















Trace 



2 

3 | < 

5 


Num¬ 

Num - 

Per- 

Vm m- 

Per- 

Num - 

Per - 

Num- 

Per- 

Num- 

Per- Num- 

Per- \Num-' Per- 


ber 

btr 

cent 

her 

cent 

her 

cent 

ber 

cent 

b(r 

cent I ber 

cent ! bir i cent 

149. 

5 i 

53 

35 o 

2 

1 34 

25 

10 8 

17 

11.4 

27 

18 1 ! 9 

0 04 , 10 ! 10 7 

192. 

4 j 

82 

42 7 

10 

5. 21 

34 

17 7 

20 

13 5 

21 

10 9 j 19 

10.00 j i 

183.... 

3 ! 

57 

42 9 

9 

f» 77 

30 

27.1 

10 

12 0 

15 

1131. . 


27 . .. 

2 1 

20 1 

74 1 j 



4 

14 8 

3 

11 1 




12 

1 j 

9 

75 0 

- -- 

_ 

1 

3 

25 0 i 

1 




. 1 _i 

r .1 


1 (h'ic!N\RD, L. See footnote 7. 

The percentages of plants giving a negative reaction in the groups 
tested five, four, and three times agree rather well. This suggests 
that there there are mixed in the sods at University Farm a larger 
portion of noncyanogenetic white clovers than cyanogenetic. There 
is also a group of plants similar in general appearance but which gives 
consistently positive tests for HCN. Some plants varied in cyano¬ 
genetic power, but the preponderance of plants was consistently non¬ 
cyanogenetic. Although not specifically shown in tables 2 or 3, there 
was no detectable consistency among those plants with one or two 
positive tests for HCN, for many were positive at first, but negative 
m later tests, and some were negative at first but positive in one or 
two later tests. Individually variable plants showed no consistency 
in their tests. 
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Table 3. —Tests of cyanogenetic power of white clovei on University Farm campus , 
on various dates during the summer of 1935 


Plants Jesting as indicated 


Dato 

Plant 

group 

nos. 

Total 

tests 

Nega¬ 

tive 

Positive, classified as to approximate intensity 

Ti me 

1 

2 

3 

4 

5 

May 9.-. 

0- 99 

91 

75 

3 

6 

6 

1 



May 13. 

0- 99 

81 

62 

2 

6 

8 

1 

2 


May 19. _ _ . ... . 

400-499 

99 

71 

10 

14 

4 


.. 


May 21.. 

0- 99 

79 

39 

2 

14 

13 

8 

3 


May 22... 

400- 499 

100 

61 

1 

13 

15 

8 

2 


May 24--... 

100-199 

100 

84 

4 

3 

3 

4 

. 

2 

Period total . .. 


550 

392 

22 

66 

49 

22 

*7 

2 

Percentage__ 

. 

100 00 

71.28 

4 00 

10 18 

8.91 

4.00 

1 27 

36 

June 7.. 

0- 99 

85 

40 

5 

13 

9 

7 

3 

2 

Do ... __ . 

400-499 

99 

61 

8 

M 

8 

3 

1 

l 

June 19. 

100-199 

96 

73 

8 

7 

4 

3 

1 


Do. 

200-299 

100 

63 

9 

13 

6 

1 

5 


June 24.. 

300-399 

99 

77 

•> 

3 

9 

8 



June 27. 

100-199 

100 

77 

5 

8 

5 

4 

1 


Do. 

200-299 

I 99 

89 

0 

2 

3 

4 

1 


July 3. 

300 399 

98 

39 | 

3 

11 

23 

IS 

3 

i 

Do. 

400-499 


43 : 

0 

23 

13 

7 

5 

7 

Period total_ 


874 

571 : 

40 

91 

80 

58 

I 20 

11 

Percon tacos_ 


100 00 

65 33 1 
_ | 

1 58 

10 76 


6 63 

2 29 

1 26 

July 16.. 

O- 99 

84 

56 ■' 

! 

6 

To | 

„ 

5 


* Do.... 

300-399 

97 

47 j 

2 

18 

15 

11 

4 


July29 ... . 

200-299 

mo 

52 1 

9 

21 

10 

6 

2 

.... 

July 30... 

100-199 

92 

55 i 

6 

16 

6 

9 

. ... ( 


July 31 _ _ 

400-499 

96 

58 '• 

2 

15 

7 

10 

4 ; 

. 

Aim. 1_ _ 

300-399 

90 

51 1 

6 ! 

16 

10 

3 

11 

... 

Period total_ ... 

. - 

559 

322 1 

Zj»| 

92 


15 


0 

Percentages... 


UK) 00 

8 

4 65 

16 46 

10 38 1 

S 05 

2 86 


Grand total- 

. 

1.983 | 

1.285 

88 

242 

187 

125 


13 

Percentage.. 

. 

100 00 I 

64 80 | 

4 44 

12 20 

9 43 

6 30 

2 1*7 j 

.66 


Although this work was stopped about the middle of the normal 
Minnesota growing season, the dry, hot weather after good spring 
and early summer rains permitted the observation of the effect of 
unfavorable growing conditions on the cyanogenetic activity of the 
clovers. Tests were made from May 9 to August 1, 1935, as shown 
in table 3, where the dates and number of tests of each group are 
tabulated against the progress of the season. 

From the data in table 3 which lists the tests in calendar order one 
notes a tendency for the number of negative tests of all groups to 
decrease. Subtotals are taken to show the possible differences in 
groupings with the advance of the season, utilizing the greatest 
intervals between groups of tests and changes in weather. The first 
grouji of tests was made during cool, moist spring weather; the second 
or middle group during hot, humid weather when vegetation was 
flourishing; and the last during a severe drought. 

The percentage of negative tests decreased appreciably with the 
advance of the season from 71.28 to 57.60. There was some rise in 
the number of plants mildly cyanogenetic, arid a tendency to maintain 
or increase throughout the cyanogenetic activity in all plants but 
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those highest in HCN. This observation seems to confirm those of 
Askew. 8 

If the idea held by many, that cyanogenetic activity is induced or 
accelerated by conditions unfavorable for gross plant growth then the 
conditions of July should have induced even greater cyanogenetic 
activity than is apparent, as the increase over the second period is 
only slightly greater than the increase of the second over the first. 
The clover plants in many cases were badly stunted by the time the 
last test material was taken. 

SUMMARY AND CONCLUSIONS 

To determine the cyanogenetic property of white clover (Trifolium 
repens L.), from 1 to 5 individual tests were made on 513 different 
white clover plants. In all, 1,983 separate tests were performed 
between May 9 and August 1, 1935, of which about two-thirds were 
negative. 

Approximately 40 percent of the plants tested three or more times 
were consistently negative. 

Only 10 percent of the plants tested three or more times were con¬ 
sistently positive, and these were usually strongly positive. 

There is an indication of increase in the cyanogenetic power of 
plants with increase in size of plant, with progress of season, and with 
a generally decreased moisture supply. 

h Askew, if. O. See footnote 4 





MACROSPOROGENESIS AND EMBRYO-SAC DEVELOP¬ 
MENT IN EUCHLAENA MEXICANA AND ZEA MAYS 1 

By D. C. Cooper 2 

Assistant professor of genetics , Wisconsin Agricultural Experiment station 

INTRODUCTION 

Studies of macrosporogenesis and the development of the macro- 
gairietophyte in the Maydeae are almost wholly limited to corn (Zea 
mays L,), and little is known concerning these stages in the life history 
of other members of this tribe. True (12)* Guignard (7), and Poin¬ 
dexter (.9) described the ovules of corn, observed double fertilization, 
and briefly outlined the early stages in the development of the embryo. 
Weatherwax (13, 14, IS) and Miller (8) studied the details of macro¬ 
sporogenesis and embryo-sac development. Later Weatherwax (17) 
compared the development of the endosperm of Coix (Coix lacryma - 
jobi) with that of corn. More recently Randolph (10) has presented 
an account of the developmental morphology of the caryopsis of maize 
in which embryogeny, endosperm formation and structure of the 
pericarp are fully described. The detailed cytological studies of 
chromosome morphology in teosinte (Euchlaena mexicana Sclirad.) 
and teosinte-corn hybrids (Beadle (2, 3); Emerson and Beadle (6*); 
Arnason (/)), as well as the genetical analyses of such hybrids, warrant 
a comparative study of macrosporogenesis and embrvo-sac develop¬ 
ment in the two parents and the hybrid. 

MATERIALS AND METHODS 

The annual type of Florida teosinte was used in the present investi¬ 
gation. This variety, at the latitude of Madison, Wis. (43°), does not 
come into flower under field conditions until late in the fall. In 
order to force the plants into flower so as to make the desired crosses 
with corn, the seeds were planted in 8-inch pots in the greenhouse 
about the middle of April. The pots were taken to the field about 
May 15, the precise date depending upon the weather, and sunk into 
the ground so that the tops of the pots were flush with the level of the 
soil. A short-day treatment such as was described by Emerson (5) 
was begun at this time. This was accomplished by placing barrels 
over the plants at 5 o'clock each afternoon and removing them at 
7 o'clock the next morning. This practice was continued until the 
plants began to blossom (about July 15), when the barrels were re¬ 
moved entirely. Plants treated in this manner flowered abundantly 
and set a good crop of seed. Reciprocal hybrids between yellow dent 
corn and teosinte were obtained. 

Pistillate spikelets of teosinte and of corn of various ages were 
collected during the summer of 1934, dipped in Carnov's fluid for a 
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and the Department of Genetics (no. 211), Wisconsin Agricultural Experiment Station. 

* The writer desires to express his appreciation for support received from the Wisconsin alumni research 
fund during the jieriod of these investigations. 

* Reference is made by number (italic) to Iiiteratuio Cited, p. 550. 


Journal of Agricultural Research, Vol. 55, No. 7 

Washington. D. C. Oct. 1,1037 

Key no. Wis.-90 


22700—37-5 


(539) 



540 


Journal of Agricultural Research 


Vol. 55 , no. 7 


short time (one-half to 1 minute), and transferred directly to Kar- 
pechenko’s modification of Nawaschin’s fluid. The material was 
allowed to remain in the latter fluid from 36 to 48 hours, then washed, 
dehydrated, and embedded in 52° paraffin in the usual manner, cedar 
oil being used as the clearing agent. After embedding, longitudinal 
sections were cut at thicknesses varying from 12/* to 20/*. The older 
material was cut thicker in order to obtain the embryo sac in as few 
sections as possible. The sections were mounted serially, stained 
in dilute DelafiehTs haematoxylin, and counterstained in safranine. 
This combination is valuable because of the clear differentiation of the 
cytoplasm, spindle, and forming cell plate. 

OBSERVATIONS 

EUCHLAENA MEXICANA 
Development of the Ovule 

The single ovule first appears as an erect, rounded protuberance at 
the base of the carpel, later becoming more or less conical in shape. 
An apical liypodermal cell becomes differentiated as the primary 
archesporial cell while the ovule is in an upright position. This cell 
(fig. 1 } A, a) differs from its neighbors in being conspicuously larger, 
with a somewhat denser cytoplasm and a larger nucleus (fig. 1, A). 
Shortly after the differentiation of the primary archesporial cell the 
integuments develop as outgrowths of the epidermis near the base of 
the ovule on the side away from the central axis of the pistillate spike. 
The inner integument (i) is the first to appear and shortly after 
its initiation and just below it the primordium of the outer in¬ 
tegument starts development. The entire ovule grows more rapidly 
on the side on which the integuments first appear so that it bends 
toward the main axis of the spike (fig. 1, I )). The bending takes 
place in the region of the origin of the integuments and continues 
until the mature ovule assumes an amphianatropous position, i. e., 
it is a type intermediate between the amphitropous and the ana- 
tropous forms but approaches the latter (fig. 2, L). 

The inner integument, which remains two layers of cells in thick¬ 
ness, except at the apex in the mature stages, grows so that it has 
reached a level even with the tip of the ovule by the time the four 
spores are formed as a result of macrosporogenesis (fig. 2, E). The 
ovule at this time is so bent that the longitudinal axis of the row of 
spores makes an angle of approximately 45° to the pedicel. The integ¬ 
ument continues to elongate, growing slightly beyond the apex of 
the nucellus and forming a very short micropyle (fig. 2, L). The apical 
portion in the region of the micropyle becomes four or five layers of 
cells in thickness by the time the ovule is mature. The outer integu¬ 
ment likewise remains two layers of cells in thickness except at the 
apex, where it may be three or four cells in thickness. It does not 
develop sufficiently to cover more than two-thirds of the ovule. 

The archesporial cell becomes the macrospore mother cell without 
further division and remains adjacent to the epidermal layer of the 
ovule until the nucleus shows advancing stages of the meiotic pro¬ 
phases (fig. 1, By C). At later stages the cells of the epidermis divide 
to form three or four layers of nucellar tissue beyond the spore mother 
cell (fig, 1, D, E f F). 
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Figure l.-Euchlaena mexicana: A, Young ovule; a, arcbesporial cell, i, first evidence of integument forma* 
tion; X 425. li. Portion of nucellus with developing archesporial cell; X 425. C, Archesporial cell or mac¬ 
rospore mother cell at the onset of meiosis, X 425. D, Young ovule with developing integuments. Nu¬ 
cleus of macrospore mother cell at a late spireme stage, X 425. E, Portion of nucellus with macrospore 
mother cell. Nucleus at diplotiema, X 425. l\ Same as E, nucleus at diakinesis; X 425. G , Nucleus of 
macrospore mother cell, diakinesis; X 1,625. IT, Macrospore mother cell, heterotypic equatorial plate 
stage; X 850. (Drawings made with camera lucida at table level. 
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Figure 2—Euchlaena meiicana • .4, Interkinesis, nuclei preparing to divide; X 860. 7?, liomoeotypic divi¬ 
sion; X 850. C/and 1), Tetrads showing arrangement of si>ores; X 425. E, Longitudinal section through 
pistillate flower, ovule contains a tetrad of spores; X 45. F, Portion of ovule with two-nucleate embryo 
sac and 3 disintegrating spores; X 425. G, Four-nucleate embryo sac, cell-plate formation: X 425. H, 
Portion of ovule with four-nucleate embryo sac, later stage of cell-plate formation; X 425. 7, Three-celled, 
eight-nucleate embryo sac showing cell-plate formation; X 425. J, Seven-celled, eight-nucleate embryo 
sac; X 425. K, Embryo sac showing increase of antipodal cells and the beginning of starch formation; 
X 425. L , Ovule with maturing embryo sac, shows development of integuments; X 45. (Drawings made 
with camera lucida at table level.) 
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Macrosporogenesis 

The macrospore mother cell is about twice as long as wide at the 
onset of meiosis (fig. 1, B } C). It is somewhat flattened at both ends 
and wider in the apical portion than at the base. The nucleus, which 
may be either near the apical end of the cell or in the midregion, 
passes through the phases characteristic of the heterotypic division 
(fig. 1, C to 11). Ten pairs of chromosomes are present at diakinesis 
(fig. 1, F ), one of which is closely associated with the nucleolus (fig. 
1, G). The chromosomes at this stage vary in length so that the 
longest pair is approximately twice as long as the shortest. The spore 
mother cell increases in size during the heterotypic propliases so that 
it is fully three times as long as wide at diakinesis. 

The cytoplasm of the spore mother cell remains finely vacuolate 
while the nucleus is passing through the prophases. Toward the end 
of diakinesis, however, the cytoplasm at the ends of the cell becomes 
moie vacuolate and a denser zone appears immediately surrounding 
the nucleus (fig. 1, F). The heterotypic spindle, whose axis is parallel 
to the longitudinal axis of the cell, is surrounded by a dense layer of 
cytoplasm (fig. 1, II). At the conclusion of the heterotypic division 
tiie spore mother cell is unequally divided by a cell plate, the apical 
(micropylar) daughter cell being about half as long as the basal 
(chalazal) cell. A thick wall is laid down by the chalazal cell at its 
micropylar end during the interim between the two meiotic divisions. 
The micropylar cell remains thin-walled (fig. 2, A). 

The axis of the homoeotvpie spindle in the chalazal daughter is cell 
longitudinal; the dense layer of cytoplasm immediately surrounding 
the spindle is not as apparent as in the preceding division (fig. 2, B). 
This cell likewise divides unequally, and a thick wall is formed on 
the micropylar end of the basal cell (fig. 2, O, D). The axis of the 
spindle in the micropylar cell formed as a result of the first meiotic 
division may be either longitudinal, transverse, or at an oblique angle 
to the long axis of the ovule. The nuclear division in this cell lags 
somewhat behind that in the chalazal cell (fig. 2, B). Two thin- 
walled daughter cells of approximately equal size are formed (fig. 2, 
(\ D). The four daughter cells resulting from the meiotic divisions 
thus consist of one elongate chalazal cell which becomes the functional 
spore and three cells nearly equal in size which ultimately disintegrate. 
Not more than one spore tetrad was observed in any ovule (fig. 2, E). 

Development of the Embryo Sac 

The cytoplasm of the functional macrospore becomes highly vacuo¬ 
late toward the chalazal end (fig. 2, C, />), and ultimately a large 
vacuole is formed in this region. Shortly after the first nuclear division 
in the formation of the gametophyte a second vacuole is formed be¬ 
tween the two nuclei (fig. 2, F). This vacuole becomes much larger 
than the first, and as a result the nuclei are widely separated. Both 
daughter nuclei now divide and a distinct cell plate is formed across 
each spindle (fig. 2, G). The embryo sac is thus divided into three 
regions, namely, a large central region containing two nuclei (one 
daughter nucleus from each pair) and a large central vacuole (fig. 2, 
H ): a chalazal region containing one nucleus and a basal vacuole; 
ana an apical region with one nucleus and finely vacuolate cytoplasm. 
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Figube 3 ,—Kuchlaena mexicana . A, Kmbryo sac showing: starch in egg and endosj>erm mother cell; X 425. 
B, Apical portion of embryo sac at time of fertilization; tip of jHillen tube (pt) lies beneath fertilized egg; pn, 
polar nuclei fusing; male gamete nucleus fusing with polar nuclei; en, egg nucleus; an, male gamete nu¬ 
cleus fusing with egg nucleus; syn, synergids; m, micropyle; X 425. C, Embryo sac shortly after fertili¬ 
zation showing zygote and two-nucleate endosperm; x 175. D, Embryo sac with a tw r o-celled embryo 
and accompanying susjiensor cell. A multinucleate endosperm is present; X 175. E, Longitudinal 
section through endosi>erm and young embryo with multicellular suspensor(s). Note persistent anti- 
podals and synergids; X 175. F, Same as E. Later stage showing development of endosperm; X 175. 
O, A few* endosperm cells from the antipodal region. Highly vacuolate cytoplasm with little evidence 
of storage materials; X 425. II, A few cells of the endosperm lying adjacent to the embryo showing dense 
cytoplasm and abundant storage materials; X 425. (Drawings made with camera lucida at table level.) 
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The cell plates formed across the spindles of the second division 
become increasingly distinct as additional cell plates are formed 
across the spindles of the third division (fig. 2, I). The apical region 
delimited by the second division divides to form the two synergids. 
The basal region divides to form two antipodals, one in which the 
cytoplasm is finely vacuolate and one having a large basal vacuole. 
The nucleus in the apical portion of the central region divides and a 
cell plate is formed, cutting off an egg with dense cytoplasm and 
leaving one nucleus in the central region. Thus the egg nucleus is 
the sister of one of the polar nuclei. The basal nucleus of the central 
region likewise divides, and a cell plate cuts off* a third antipodal cell, 
leaving one daughter nucleus in the central region. The large middle 
cell now contains two nuclei separated by a central vacuole. This 
vacuole soon disintegrates into a number of smaller ones and the two 

! )olar nuclei move to the midregion of the cell, ultimately coming to 
ie closely adjacent in the vicinity of the egg apparatus (fig. 2, J). 
These nuclei are embedded in a central strand of cytoplasm that 
extends from the antipodals to the apex of the cell. The seven- 
celled, eight-nucleate embryo sac now present is approximately three 
times as long as, and correspondingly wider than, the functional 
macrospore before the division of its nucleus. 

The embryo sac grows to twice its original length (fig. 3, A). 
During its period of growth the antipodal cells divide, reaching a 
number of 30 or more. These cells have distinct walls and are usu¬ 
ally uninucleate, but occasionally a cell with two to four nuclei is 
present. The nuclei stain heavily and the cytoplasm is finely 
vacuolate. 

The egg apparatus consists of three cells, the egg and two synergids. 
All of these are somewhat pear-shaped, the smaller ends extending 
toward the micropyle. The cells increase greatly in size during the 
final growth period of the embryo sac. The nucleus of each synergid 
lies in the midregion of the cell just above a large basal vacuole. The 
apical cytoplasm stains heavily and a conspicuous filiform apparatus 
is present at the micropylar end of each synergid (fig. 3, A). 

The egg nucleus is embedded in dense cytoplasm in the midportion 
of the cell. The cytoplasm except in the vicinity of the nucleus is 
vacuolate, and a large vacuole occupies the micropylar end of the egg. 
The primary endosperm cell of the embryo sac remains binucleate. In 
its cytoplasm, as the cell matures, many small and several large 
vacuoles are formed. The two polar nuclei, lying in the apical portion 
of the cell, are in close contact. Many starch grains are present both 
in this cell and in the egg; there appear to be none in the synergids and 
antipodals. No starch is to be seen in the newly formed seven-celled 
embryo sac (fig. 2, J). As the sac develops, however, starch grains 
are formed in the dense cytoplasm immediately surrounding the polar 
nuclei and in that about the egg nucleus (fig. 2, K). The egg enlarges 
greatly just prior to fertilization, so that it extends into the embryo 
sac for some distance beyond the basal ends of the synergids. 

Fertilization and Development of the Embryo 

Fertilization takes place between 15 and 20 hours after pollination. 
The pollen tube enters the embryo sac between the synergids; usually 
neither of these is disorganized at this time (fig. 3, B } C ). One of the 
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male nuclei (m) fuses with the egg nucleus ( en ), and the other (srF) 
fuses with the two polar nuclei (pn). Both fusions are shown in 
figure 3, B . The end of the pollen tube (pt) can be seen in the micro- 
pyle and extending between the apical cells of the nucellus. Its 
rounded tip lies beneath the zygote. The tube is constricted in the 
region where it is surrounded by the apices of the syncrgids and zygote. 
The dense cytoplasm of the primary endosperm cell becomes re¬ 
organized at or shortly after fertilization so that it forms a thin layer 
lining the periphery, a large vacuole occupying the central region of 
the cell. It is difficult to analyze the details of the zygote nucleus 
because of the many starch grains present in the immediately adjacent 
dense cytoplasm. Much starch is present also in the endosperm 
cytoplasm, especially in the region of the fusing nuclei. Division of 
the endosperm nucleus occurs almost immediately after fertilization; 
two and often four nuclei are formed before the complete disintegra¬ 
tion of the remnants of the pollen tube. 

Four to eight nuclei are present in the endosperm before the zygote* 
divides; by the time a four-celled embryo is formed 2f> to 30 endo¬ 
sperm nuclei lie in the thin peripheral layer of dense cytoplasm 
(fig. 3, 1)). Soon cell walls are formed between the endosperm nuclei, 
and large highly vacuolate cells arc formed. Those endosperm cells 
in the neighborhood of the embryo now divide rapidly so that many 
small cells are present in this region, whereas the endosperm cells in 
the region of the antipodals are large and highly vacuolate. The 
endosperm contains many cells by the time the embryo reaches the 
stage shown in figure 3, E , in which the suspensor (#) is well differen¬ 
tiated. The endosperm develops at the expense of the nucellus, which 
in time is completely destroyed with the exception of the epidermis, 
which becomes a part of the seed coat. From this time on growth of 
the embryo is particularly active in two directions, toward the anti¬ 
podals, which form a basal cap, and toward the nucellus at a right 
angle to the longitudinal axis of the embryo. 

In material collected 5 days after pollination, the outgrowth of the 
endosperm directly opposite the embryo is more pronounced and the 
whole mass of endosperm has greatly increased in size. The peripheral 
layer of endosperm cells at this stage is conspicuous because of a 
differential staining reaction. Very little storage material is observed 
in the endosperm (fig. 3, A ), except in those cells immediately adjacent 
to the embryo. The cytoplasm of these cells is dense and stains 
heavily and in some cells starch grains are present (fig. 3, //). The 
synergids aie usually both intact although somewhat shrunken. They 
lie immediately beneath the suspensor shown in figure 3, F. The 
antipodal cells are well formed at this stage and show no signs of 
disintegration. 

ZEA MAYS 

The ovule of corn develops in a manner similar to that described 
for teosinte. The form at maturity is likewise similar. A hypo dermal 
cell in the apical region becomes the primary archesporial cell (fig. 4, 
A). This cell does not divide to form a primary parietal and primary 
sporogenous cell but functions as a macrospore mother cell. The 
longitudinal axis of the heterotypic spindle is parallel with the long 
axis of the cell (fig. 4, B). After the first meiotic division two un¬ 
equal daughter cells are formed, the chalazal cell being about twice 
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Figurjc 4 — Zea mays: .1, Apical portion of ovule showing archesfional cell and dividing nucellar cells. 
H , Macrosi>ore mother cell, heterotypic anaphase. C, Homoeotypic division, equatorial plate in basal 
cell and an earlier stage of division in apical cell. I), Same as C. Cell-plate formation m basal cell and 
equatorial plate m apical cell. K Tetrad of spores. Large basal cell is the functional spore. I\ Two- 
nucleate embryo sac with three disintegrating spores. G, Apical portion of ovule showing a four-nucleate, 
three-celled embryo sac and three disintegrating spores. I /, Third division in embryo sac ('hromosomes 

advancing to the equutorial plates. /, Sanies as II. Equatorial plate stage. ./, Same as II, Telophase 
.showing cell-plate formation. All X 425. 

Zea mays X Euchlaena mexicana: K, Apical portion of ovule with archesporial cell. L, Tetrad of spores. 
M, Two-nucleate embryo sac and three disintegrating spores. N, Four-nucleate embryo sac showing 
cell-plate formation. O, Four-nucleate, three-celled embryo sac. P, Third division in embryo sac, 
telophase. All X (Drawings made with camera lucida at table level.) 
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as long as the micropylar one. A thick wall is formed at the apex of 
the chalazal cell immediately after this division. 

During the homoeotypic division the longitudinal axis of the spindle 
in the chalazal cell is approximately parallel to the long axis of the 
cell, whereas the axis of the spindle in the micropylar cell is usually 
at an angle (fig. 4, C, D). Nuclear and cell division in the chalazal 
cell usually precede division in the micropylar cell. The chalazal cell 
divides unequally and the innermost is the larger of the two daughter 
cells (fig. 4, E). A thick wall is formed at the apex of the innermost 
cell. The micropylar cell divides so that the two daughter cells are 
approximately equal in size. Of the four spores now present, the 
innermost and largest becomes the functional spore (fig. 4, E). The 
other three, approximately equal in size, ultimately disintegrate. 

The nucleus of the functional macrospore divides (fig. 4, F ). The 
daughter nuclei pass to opposite ends of the sac and then divide. Cell 
plates are laid down across the spindles of this second division in such 
a way that a threc-cclled embryo sac is formed consisting of a uninu¬ 
cleate cell at each end and a large central binucleate cell (fig. 4 ,6). 
By the time the embryo sac has reached this stage the three nonfunc¬ 
tional spores are in an advanced stage of disintegration. 

The embryo sac is fully twice as long at the timo of the third division 
as was the functional inacrospore. The sac has likewise increased in 
diameter in the micropylar region, the diameter here being three times 
that of the spores. In consequence, the embryo sac is somewhat 
pear-shaped at the time of the third division (fig. 4, //, /, J). Cell 
plates are laid down across the spindles of the third division (fig. 4, J), 
m a manner similar to that described for teosinte, a seven-celled, eight- 
nucleate embryo sac being formed. The egg nucleus is a sister of one 
of the polar nuclei. Later the antipodal cells increase in number 
(30 to 40 or more) by division and a large amount of starch is stored 
in the egg and the primary endosperm cell. Many of the antipodal 
cells contain two or more nuclei each. This antipodal tissue remains 
as a well-developed structure in almost mature grains of corn which 
wore collected 25 days after pollination. 

ZEA MAYS X EUCHLAENA MEXICANA 

The process of macrosporogenesis in Zea mays X Euchlaena mexi- 
cana is essentially similar to that found in both parents. The primary 
archesporial cell becomes the spore mother cell. (fig. 4, K). Four 
spores are formed as the result of the two meiotic divisions, the two 
toward the chalaza having thick walls at their micropylar ends (fig. 
4, L). The innermost and largest spore becomes the macrospore and 
the others disintegrate. The developing macrogametophyte passes 
through stages similar to those described for teosinte (fig. 4, M to P). 
Conspicuous cell plates form across the spindles of the second division 
(fig. 4, N). The sac is now three-celled and four-nucleate (fig. 4, 0). 
All four nuclei divide (fig. 4, P), cell-plate formation ensues, and an 
eight-nucleate, seven-celled embryo sac is the result. The antipodal 
cells divide so that 30 to 40 are present in the mature gametopliyte. 
Starch grains are formed in the egg and in the primary endosperm cell. 
The starch is particularly abundant in the neighborhood of the egg 
nucleus and of the fusion nuclei. 
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DISCUSSION 

The ovules of teosinte, corn, and the hybrid between them are 
amphianatropous at the time of maturity. True {12) described the 
ovule of corn as being cainpylotropous; Miller {8) and Randolph {10) 
found it to be of a modified cainpylotropous type; Weatherwax {IS) 
reported it as anatropous. However, his figure of the ovule of Coix 
shortly after fertilization is similar to the ovules of Euehlaena and Zea 
as herein described. 

The primary archesporial cell in the three forms studied functions 
directly as the sporogenous cell without further division. Weather- 
wax {15) described a periclinal division of the archesporial cell of corn 
forming a parietal cell and the macrospore mother cell. No cell wall 
is formed, however, according to him, and the parietal cell is “immedi¬ 
ately consumed.” The writer lias examined a large number of prepa¬ 
rations containing many stages in the development of the archesporial 
cell in order to find evidences of such a division. During the early 
stages of development of the ovule the nucellar cells adjacent to the 
archesporial cell divide periclinally in the manner shown in figure 4, A, 
but no evidence of a division of the archesporial cell was observed 
prior to the first meiotic division. 

The spore mother cell divides to form four spores. The thick walls 
at the micropylar ends of the two innermost of the four spores are par¬ 
ticularly conspicuous in teosinte and in the corn-teosinte hybrid. 
These w r alls take a deep purple color when stained with Delafield’s 
haematoxylin and a bright pink color when the iodine-gentian violet 
combination is used. In no case observed were only three spores 
formed because of a failure of the completion of the homoeotypic 
division in the micropylar cell as described by Weatherwax {15). 

The chalazal spore functions as a macrospore and the three apical 
spores disintegrate. Miller ( 8) reported that all four spores enter 
into the formation of the embryo sac. On the other hand, Weather- 
w r a x{15) found, as the writer has, that the chalazal spore alone 
continues development and the other three become disorganized. 
Brink (4), in a plant heterozygous for the w axy type of starch, found 
approximately a 1-1 segregation of the tw r o types of starch in the 
embryo sac. Tins evidence excludes the possibility of all four macro- 
spores entering into the formation of a macrogametophyte. 

The development of the embryo sac is interesting because of the 
cell-plate formation across the spindles of the second division. In the 
material stained w T ith Delafield’s haematoxylin the plates are clearly 
differentiated. This fact, in addition to the position of the spindles 
of the third division, substantiates the observation of Weatherwax 
that one of the polar nuclei is a sister of the egg nucleus. Figure 2, 
/, showing cell-plate formation after the third nuclear division in 
teosinte, sliow r s that the synergids on the one hand, and the egg 
nucleus and the upper polar nucleus on the other, represent sister 
nuclei. Schnarf {11) considers this as probably being the case in 
most, if not all angiosperms. 

During the period of further maturation of the macrogametophyte 
the antipodal cells increase in number by division until 30 to 40 or 
more are present. These cells are of approximately the same size in 
teosinte and com. Those of Coix {17) are few^er in number, much 
larger, and more highly vacuolate. This antipodal tissue remains 
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intact for a long period after fertilization, forming a cap at the apex of 
the endosperm. Material of teosinte 5 days after pollination shows 
well-developed antopodal cells as do also corn kernels collected 25 days 
after pollination. Weatherwax (16) and Randolph (10) found evi¬ 
dence of the presence of antipodal tissue just opposite the dent in 
fully matured corn kernels. 


SUMMARY 

Ovule development, macrosporogenesis, and the formation of the 
macrogametophyte are essentially similar in the annual variety of 
Florida teosinte, yellow dent corn, and a corn-teosinte hybrid. 

Just before the appearance of the primordia of the integuments, a 
single hypodermal cell of the nueellus is differentiated as a primary 
archesporial cell. This cell functions as a macrospore mother cell. 

The macrospore mother cell by two divisions produces a row of 
four macrospores. 

The chalazal spore becomes the embryo-sac mother cell and the. three 
micropylar spores disintegrate. 

After the second nuclear division in the embryo sac, cell plates are 
formed across the spindles, producing a three-celled embryo sac. 

A third nuclear division, followed by cell division leads to the 
formation of an eight-nucleate, seven-celled embryo sac. The two 
synergic! nuclei are sister nuclei; so are the egg nucleus and one polar 
nucleus. 

The antipodal cells continue to divide during the course of matura¬ 
tion and growth of the embryo sac so that 30 to 40 cells or more are 
formed. These persist as a definite tissue in the developing seed. 

During the later stages of the maturation of the embryo sac starch 
is stored in the egg and the primary endosperm cell. 

The ovule at the time of fertilization is amphianatropous in form. 

Fertilization occurs in teosinte between. 15 and 20 hours after 
pollination. 

The synergids are not disorganized as a result of the entrance of 
the pollen tube. They persist in the region of the micropyle for 4 to 
5 days and then disintegrate. 
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FOOT ROT OF CHIN A-ASTER, ANNUAL STOCK, AND 
TRANSVAAL DAISY CAUSED BY PHYTOPHTHORA 
CRYPTOGEA 1 

By C. M. Tompkins, assistant plant pathologist, California Agricultural Experiment 

Station, and C. M. Tucker, plant pathologist, Missouri Agricultural Experiment 

Station 1 

INTRODUCTION 

In August 1934, a destructive foot rot of China-aster ( Callistephus 
chinensis Nees) was observed in Golden Gate Park, San Francisco, 
Calif. Most of the plants which had reached the flowering stage were 
eitlior dead or dying. The disease, caused by Phytophthora cryptogea 
Pethybr. and Laff., is of general occurrence on the northern end of the 
San Francisco peninsula. More recently, annual stock or giUiflower 
( Matthiola iricana R. Br. var. annua Voss), also cultivated extensively 
in this section, and Transvaal daisy ( Gerbera jamenonii Hook. var. 
transvaalenm Hort.), grown at Hayward and Capitola, Calif., were 
found to be similarly affected. The studies reported in tliis paper 
deal principally with the disease on China-aster. 

REVIEW OF LITERATURE 

A disease of China-aster, known as blackleg or foot rot, was reported 
from England in 1915 by Robinson (20)? who attributed the cause to 
an unidentified species of Phytophthora. 

In 1919, Pethybridge and Laffertv (16) described a foot-rot disease 
of young tomato plants, prevalent in a nursery near Dublin, Ireland. 
Diseased China-asters with comparable symptoms were found in the 
same locality. A new’ species of Phytophthora, described as P. cryp¬ 
togea, was cultured from diseased tomato and Cluna-aster plants. 
The pathogenicity of the two isolates was established by w ound inocu¬ 
lations into their respective hosts, while cross inoculations were like¬ 
wise successful. 

Brittlebank and Fish (6) reported infection of mature China-aster 
plants by Phytophthora cryptogea in 1927. 

The disease was serious on China-asters in England in 1925 and 
1926, according to Pethybridge (15). 

Bewdey (4) reported the disease on China-asters in England in 1927, 
and damping-off in 1930. 

Pethybridge, Moore, and Smith (17) recorded the frequent occurrence 
of a foot rot of Cliina-aster in 1929 and 1931 in England, and Pethy¬ 
bridge 4 reported its presence in 1933 and 1934. 

The first record of the disease on mature Cliina-aster plants in the 
United States was provided by Tompkins, Tucker, and Clarke (22). 

1 Received for publication Apr. 28, 1937, issued November 1937. Joint contribution from the Division of 
Plant Pathology, California Agricultural Experiment Station, and the Department of Botany, Missouri 
Agricultural Experiment Station. 

* Grateful appreciation is expressed to Prof. Ralph E. Smith and Dr. M. W. Gardner, of the California 
station, for helpful suggestions and assistance, and to Prof. B. A. Madson and W. \V. Mackie, Division of 
Agronomy of the California station, for generously supplying greenhouse facilities for the inoculation tests, 

* Reference is made by number (italic) to Literature Cited, p. 572. 

4 Letter from George H, Pethybridge dated Aug, 13,1935. 
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According to Martin, 5 6 blackleg of China-asters was found in the 
District of Columbia in 1920 by diaries Drecbsler, who isolated an 
unidentified species of Phytophthora from diseased specimens. 

Petliybridgo (to) and Ware (22 ) have briefly recon led the occur¬ 
rence of the disease on annual stock or gillillower (Matthiola incana 
var. annua). 

Infection of Transvaal daisy ( Gerbera jamesonii var. transvaalensis) 
has not previously been reported in the literature. 

According to published reports, the natural host range of Phytoph¬ 
thora cryptogea includes, in addition to China-aster and annual stock, 
plants of 19 genera in 13 families: Araeeae: calla ( Zantedeschia aethio - 
pica Spreng.) (11, 17); Liliaceae: tulip ( Tulipa sp.) (1, 10); Iridaceae: 
gladiolus (Gladiolus sp.) (1); Papavcraceae: Iceland poppy ( Paparer 
nudicaule L.) (6'); Cruciferae: cauliflower ( Bmssica oleracea L. var. 
botrytis L.) (/?'), wallflower (Chei ran thus cheiri L.) (6*, 10); Legumi- 
nosae: white lupine (Lupinus albus L. ) (0); Uinbelliferae: celery 
seedlings (Apium graveolens L.) (0) ; Ericaceae: Rhododendron caro- 
linianum Rebel., R. catairhiense Michx., R. maximum L. (2n), and 
Pier is foribunda (Pursh) Benth. and Hook/’; Primulaceae: primrose 
(Primula sp.) (6'); Solanaeeae: tomato (Lycopersicum escule/ntum Mill, 
var. vulgare Bailey (2, 0, <S’, 10 y 17, 21, 24) and petunia seedlings 
(Petunia hybrida Hort.) (10); Scrophulariaceae: snapdragon (.\ntir- 
rhinum majus L.) (6'); Cueurbitaceae: cucumber (Cueurn is satirus L.) 
(0 ); and Compositae: zinnia (Zinnia elegavs Jacq.) (12), dahlia 
(Dahlia sp.) (17), African marigold (Tagetes erecta L.) (IS), and 
cineraria (Senecio cruentvs DC.) (2, 0, 10). 7 

FACTORS FAVORING INFECTION 

The principal environmental factors which favor inception and 
spread of the disease are excessive irrigation, inadequate drainage, 
and cool weather. The disease is not confined to low, flat areas but 
may occur on sloping ground if the soil is kept extremely wet. Com¬ 
plete failure of the crop may be expected when soils become water¬ 
logged. 

Observations have shown that when plants are grown on well- 
drained sites and supplied with only enough moisture to satisfy 
growth requirements, the incidence of disease is greatly reduced. 

SYMPTOMS OF THE DISEASE 

ON CHINA-ASTER 

Damping-oif of China-asters, due to Phytophthora cryptogea, has 
not been observed under natural conditions in California, although 
it has been reported from England (4, 20). 

Generally the disease does not occur until some weeks after the 
greenhouse-grown seedlings have been transplanted to beds out of 


5 Martin, G. H. diseases of ornamentals, callistephus chinensis, china aster u. s. Bur. 

Plant Indus., Plant Disease Reptr. Sup. 55 352-363 1927. [Mimeographed.] 

6 Humphrey, H. B., and Wood, J I. diseases of plants in the united states in 1933. V. S. Bur. 
Plant Indus., Plant Disease Reptr. Sup. 86, 107 pp. 1934. [Mimeographed.] 

: After this paper was accepted for publication, attention of the writers was called to a recent report 
on the natural infection of Marguerite (Chrysanthemum frtUescens L } by Phytophthora cryptogea (Oylek , 
*E. a disease of the margukrite Nursery and Market Gard Indus. Devlprnt. Soc., Cbestunt, 
Expt and Research Sta. Ann. ftept. (1936) 22:59. 1937.] Accordingly, this host should be added to the 
list given above. 
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doors. Although a few plants die early in the season, the heaviest 
loss occurs immediately preceding and during the flowering period 
(fig. 1). The disease appears suddenly, and infected plants usually 
die promptly. 

Above ground, the chief diagnostic symptoms of the disease con¬ 
sist of rapid, permanent wilting of the leaves; a blackish-brown dis¬ 
coloration of the lower part of the stem; and lodging of the plant on 
the ground, occasioned by rotting, shriveling, and collapse of the stem 
at or near the soil line. 

The fungus enters the plant through the tap or lateral roots, ulti¬ 
mately spreading throughout the entire root system and upward into 



Fuji ius 1 ~Ph>tophthora foot rot of C’hma-usters in Golden Gate Park. San Francisco, August 27, 1935. 
Infection causes rapid wilting, collapse, and sudden death of the plants. 


the lower part of the stem (fig.2). The invaded roots and stems show 
a soft, water-soaked, blackish-brown, odorless type of decay which 
at first is localized in the cortical parenchyma but later involves all 
tissues. Sometimes infected plants develop adventitious roots at the 
upper edge of the diseased part of the root. Diseased plants are 
easily pulled from the soil, but invariably the cortex of the taproot 
and lateral roots sloughs oil and remains behind. 

ON ANNUAL STOCK 

The fungus may attack annual stock plants in all stages of growth, 
but heaviest infection occurs prior to or during the flowering period. 
The symptoms consist of sudden wilting and drooping of all but the 
youngest tuft of leave's, infection and rotting of the roots and lower 
part, of the stem, with ultimate breakage of the stem at or near the 
soil level. The invaded tissues are blackish brown in color, water- 
soaked, soft, and odorless. Infected plants are easily pulled from the 
soil. 








566 


Journal of Agricultural Research 


Vol. no. 8 


ON TRANSVAAL DAISY 

On Transvaal daisy, symptoms consist of sudden wilting of the 
leaves accompanied by a conspicuous color change from the normal 
green to the violet carmine of Ridgway (19). Plants of all ages are 



FKiUBE 2.™Phytophthora foot rot of China-aster (natural infection): A and B, Decay of the root system 
and typical lesions on the lower part of the stems; C, healthy root system and stem 

susceptible, but the principal damage occurs during the flowering 
period. After invading the crown tissues at or just below the soil 
level, the fungus travels downward into the roots. Diseased crown 
and root tissues are soft, water-soaked, blackish brown in color, and 
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odorless. When infected plants are dug, the cortex of the roots 
usually sloughs off, exposing the discolored central cylinder or stele. 
If an attempt is made to pull the plant before digging, breakage 
occurs at the crown and most of the roots remain in the soil. 

THE CAUSAL FUNGUS, PHYTOPHTHORA CRYPTOGEA 

Phytophthora cryptogea was readily isolated from the roots and 
stems of recently infected China-aster, annual stock, and Transvaal 
daisy plants by placing small tissue fragments from the internal, 
advancing margin of decay on malt-extract agar (18). After 48 
hours, pure cultures were established on agar slants by transferring 
liyphal tips from Petri-dish colonies. The fungus was cultured at 
intervals from approximately 100 diseased China-aster and 50 diseased 
annual stock plants collected in different localities on the San Francisco 
peninsula. It was also isolated from numerous diseased Transvaal 
daisy plants. From a group of diseased Transvaal daisy plants col¬ 
lected at Burlingame, Calif., pure cultures of P. drechsleri Tucker were 
consistently obtained. 

Freehand cross and longitudinal sections of naturally and artificially 
infected roots and stems of China-aster, annual stock, and Transvaal 
daisy were stained with fast green and Magdala red. The fungus is 
intercellular. Pethybridge and Lafferty (16) found the mycelium to 
be intercellular and intracellular in the parenchymatous tissues of 
tomato plants. The hypliae, upon invading healthy tissues, were 
confined to the intercellular spaces, but in very young seedlings and in 
older diseased plants were observed in the wood vessels. 

Isolates of Phytophthora cryptogea from China-aster, annual stock 
and Transvaal daisy were indistinguishable in culture. On potato- 
dextrose agar there was scant aerial growth of white mycelium 
with the development of occasional clusters of vesicular swellings 
in the mycelium; on Difco corn-meal agar the mycelial growth 
was almost entirely submerged; on oatmeal agar the development 
of aerial mycelium was fairly profuse but no spores appeared. 
Sporangia and oogonia failed to develop on any of the solid culture 
media used. 

The vesicles that appeared in potato-dextrose agar cultures were 
usually less than 27 microns in diameter. They were spherical to 
irregular in shape, thin-walled, with hyaline contents that resembled 
those of the liyphae, from which they were not separated by walls 
as are the chlamydospores produced by Phytophthora parasitica and 
other species. The vesicles of P. cryptogea differed from those of 
P. cinnamomi in their smaller size, comparative rarity in culture, and 
in their smaller degree of differentiation from the liyphae. 

Sporangia developed fairly abundantly on liyphae transferred 
from week-old cultures on oatmeal agar or in pea broth to Petri’s 
solution, distilled w^ater, or nonsterile soil leachate, as suggested by 
Mehrlich (14)', in the latter the sporangia developed very promptly, 
appearing after 48 hours. They were obpyriform to ovate or elon¬ 
gated, the latter often slightly constricted near the middle, non- 
papillate, with a small distinct refringent thickening at the apical end, 
22.8 to 44.8 by 11.6 to 21.2 microns, averaging 32.2 by 17.2 microns. 
Sporangia produced after 6 days in Petri’s solution were similar in 
shape and size to those produced in the nonsterile soil leachate. The 
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sporangia germinated by the growth of a single slender hypha from the 
refringent apical region, or by the development of zoospores which were 
fully differentiated within the sporangium and escaped in the manner 
typical of the genus. The sporangiophores resumed growth through 
evacuated sporangia in the fashion usual in Phytophthora cryptogea 
and certain other species with nonpapillate sporangia. 

Oogonia, oospores, and anthcridia were not observed in the cultures 
examined, and late and scanty development of sexual spores in cul¬ 
ture is probably characteristic of the species. 

Nine isolates were grown on Difco corn-meal agar plates at various 
temperatures. After 96 hours the average diameters of the mycelial 
growths were as follows: At 3° to 4.5° 0., 0; at 11°, 15 mm; at 15°, 
35 mm; at 20°, 50 mm; at 25°, 59 mm; at 30°, 48 mm; at 35°, 0. At 
35° the inocula usually failed to survive the exposure of 96 hours. 

The California isolates of Phytophthora cryptogea were compared in 
parallel cultures with an isolate of the species sent to the Centraal- 
bureau voor Schimmelcultures by Pethybridge. Their similarity in 
cultural characters, morphology, and temperature relations seem to 
justify the identification of the California isolates with the aster 
parasite reported from Europe and Australia, even in the absence of 
observations on the sexual stages. 

PATHOGENICITY TESTS 

Inoculum was prepared by growing the different isolates of the 
fungus on sterilized, moistened cracked wheat. It was added in uni¬ 
form quantity to autoclaved soil in 6-inch pots, each containing a 
young plant (6 to 10 leaves), in a manner designed to avoid wounding 
the roots. Sterilized wheat was used for the noninoeulated controls. 
The plants, grown in a greenhouse at temperatures ranging from 18° 
to 22° C., were watered heavily each day to provide favorable con¬ 
ditions for infection. 

ON CHINA-ASTER 

The pathogenicity of the China-aster isolate was proved on the 
variety Late Branching Mary Semple. On December 28, 1934, 25 
plants were inoculated. By January 9, 1935, all plants were infected, 
the incubation period ranging from 5 to 12 days. Symptoms shown 
by diseased plants were identical with those resulting from natural 
infection. Typical wilting of the leaves (fig. 3) and collapse of the 
stem with lodging of the piant occurred. When diseased plants were 
pulled from the soil, the soft, watery, blackish-brown cortical tissues 
were readily sloughed off from the central cylinder of the taproot. 
Most of the lateral roots were completely rotted. The five noninocu- 
lated controls continued healthy. All infected roots yielded the fungus 
when plated. 

On January 25, 25 China-aster plants of the same variety were in¬ 
oculated with the reisolatod fungus. All plants were infected by 
February 5, the incubation period ranging from 7 to 11 days. The 
five noninoeulated controls were healthy. 

Damping-off of China-aster seedlings (varieties Apricot and Ford- 
hook Favorite) occurred when seeds were planted in previously in¬ 
fested soil or in autoclaved soil to which the fungus was later added, 
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ON ANNUAL STOCK 

Healthy annual stock plants (variety Fiery Blood Red) were readily 
infected in 24 days by artificial inoculation with the isolate from this 
host (fig. 4). The fungus was reisolated and its pathogenicity again 
demonstrated by inoculation. All control plants remained healthy. 



Figure 3 - Phxlophthora foot rot of Ohma-aMer .1, Artificial infection of the \ariety Late Branching 
Mar* Semple after 7 da* s, show ing rapid v\ lltiug, B, health* control. 



Figure 4.— Phytophthora foot rot of annual stock A , Rapid wilting of the outer whorls of older leaves 20 
days after inoculation vi ilh the isolate from this host, a tuft of young inner leaves remaining turgid; B, 
healthy control. Variety Fiery Blood Red. 


ON TRANSVAAL DAISY 

Two isolates of Phytophthora cryptogea from Transvaal daisy grown 
in widely separated localities proved pathogenic when inoculated into 
young, healthy Transvaal daisy plants. Typical symptoms of the 
disease were produced in 20 to 6?) days. The pathogenicity of the two 
reisolates w T as again demonstrated by inoculation. 

20445—37-2 







570 


Journal oj Agricultural Research 


Vol. 5ft, no, 8 


A culture of Phytophthora drechderi, previously referred to, also 
caused infection of healthy Transvaal daisy plants after inoculation. 
Infected plants showed symptoms which wore identical with those 
resulting from invasion by P. cryptogea y and the incubation period w r as 
approximately of the same duration. The desirability of laboratory 
cultural examinations of diseased specimens is apparent. 

It is concluded that the several isolates of the fungus are highly 
pathogenic to the hosts from which they originated. That direct 
penetration of unwounded healthy roots and stems occurred under 
conditions of these tests is indicated. 

SUSCEPTIBILITY OF CHINA-ASTER VARIETIES TO INFECTION 

Numerous commercial varieties of China-aster were tested for sus¬ 
ceptibility to infection by Phytophthora cryptogea . For convenience, 
these varieties w r ere segregated into arbitrary classes: 8 Crego, 30; 
Dwarf Bouquet, 1; Early Beauty, 24; Chants of California, 14; King, 
14; Late Beauty, 4; Late Branching, 39; Peony Flow ered, 11; Pompon, 
17; Queen of the Market, 20; Royal, 9; Single or Sinensis, 11; Sunshine, 
4; Victoria, 10; and unclassified, 13. Of the 227 varieties, 75 were 
listed as resistant to fusarium wilt by the seedmen from whom they 
were obtained. Wilt-resistant varieties were not available in the 
Dwarf Bouquet, Giants of California, Late Beauty, Pompon, and 
Sunshine classes. In addition, one foreign variety belonging to the 
King class and of no commercial value because of its dwarf habit, was 
tested. 

Approximately 20 plants of each variety were inoculated according 
to the method previously described. This involved in the aggregate 
about 5,000 plants. All varieties proved to be highly susceptible, 
with no survival of individuals in any particular variety. Under green¬ 
house conditions, the fusarium wilt-resistant varieties were as readily 
attacked by the fungus as those listed as wilt susceptible. The incu¬ 
bation period for most varieties ranged from about 10 to 45 days. 
When considered collectively, the minimum incubation period for all 
tested varieties was 6 days and the maximum 93 days. Although 
some infected plants reached the flow r ering stage before they died, 
most of them succumbed prior to flow T er formation. 

In the autumn of 1935, seed w r as obtained from a few^ apparently 
resistant China-aster plants grown in Golden Gate Park. Progeny of 
all selections proved susceptible upon inoculation. 

EXPERIMENTAL HOST RANGE 

Artificial infection of certain plants by Phytophthora cryptogea has 
been recorded by several investigators, a brief resume of which is 
given. Pethybridgc and Lafferty (16) reported infection with an 
isolate of this fungus from tomato, after w r ounding, of beech seedlings 
(Fagus sylvatica L.), mangels (Beta vulgaris L.), swedes ( B . campestris L. 
var. napobrassica DC.), white turnips (B. rapa L.), apples (Mains 
sylvestris Mill.), Gilia tricolor Benth., potato tubers (Solarium, tubero¬ 
sum L.), and green and ripe tomato fruits (Lycopersicum esculentum 
var. vulgar e). Later, Cairns and Muskett (7) corroborated in part 
the earlier work of Pethvbridge and Lafferty (16) by artificially 
producing pink rot of potato tubers (S. tuberosum ). 

8 This classification was kindly suggested by Harry B. Joy of Salinas, Calif. 
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The China-aster isolate of Phytophthora cryptogea has a compara¬ 
tively limited experimental host range. Young plants (6 to 10 leaves) 
of wallflower (Cheiranthus cheiri ), annual stock ( Matthiola incana var. 
annua) i Transvaal daisy ( Gerbera jamesonii var. transvaalensis ), 
Michaelmas daisy ( Aster alpinus L., A. oreophilus Franch., and A. 
mbcoeruleus S. Moore var. diplostephioides Hort.), and hybrid cineraria 
(i Senecio cruentus) were artificially infected. Damping-off of cucumber 
seedlings (Cucumis satirus ) occurred when seeds were planted in 
infested soil. 

Fruits of eggplant ( Solanum melongena L. var. esculentum Nees), 
ripe tomato ( Lycopersicum esculentum var. vulgare) var. Stone, green 
bell pepper ( Capsicum annuum. L. var. grossum Sendt.), pumpkin 
(Cucurbita pepo L. var. condensa Bailey) var. Early White Bush 
Scallop, watermelon ( Citrullus vulgaris Schrad.), and cucumber {Cucu¬ 
mis sativus) were infected without wounding. Lesions on all fruits 
had a water-soaked appearance except those on eggplant, which were 
warm sepia in color. 

The following species reacted negatively to artificial inoculation: 
Bulbous plants, including Chinese sacred-liiv (Narcissus tazetta L. var. 
orientalis Hort.), tulip ( Tulipa gesneriana L.), hyacinth (Ilyacinthus 
orientalis L.), hybrid gladiolus ( Gladiolus sp.), freesia ( Freesia hybrida 
Hort.), and poppy-flowered anemone (Anemone coronaria L.); fruits 
of apple (Malus sylrestris Mill.), var. Yellow Newtown, green tomato 
(Lycopersicon esculentum var. vulgare) var. Stone, squash (Cucurbita 
maxima Duchesne) var. Banana, pumpkin (Cucurbita pepo var. con¬ 
densa) var. Pie, Yellow Crookneck, and Zucchine, Persian melon 
(Cucumis melo L. var. reticulatus Naud.), and Honey Dew melon (C. 
melo var. inodorus Naud.); roots of garden beet (Beta xmlgaris), ruta¬ 
baga (B. campestris var. napobrassica) , turnip (B. rapa) var. Purple 
Top White Globe, carrot (I)aucus carota L.), and parsnip (Pastinaca 
sativa L.); tubers of potato (Solanum tuberosum) var. Russet Burbank; 
and young plants of Iceland poppy ( Pa paver nudicaule ), wallflower 
(Cheiranthus cheiri), pansy (Violatricolor L.),celery (Apium graveolens) 
var. Golden Self Blanching, common pimpernel or poor-man’s- 
weatherglass (Anagallis arrensis L.), Gilia tricolor, tomato (Lycopersicum. 
esculentum var. vulgare) var. Early Santa Clara Canner, green bell 
pepper ( Capsicum annuum var. grossum ), tobacco (Nicotiana tabacum 
L. yar. Turkish), petunia (Petunia hybrida ), snapdragon (Antirrhinwn 
majus), neinesia (Nemesia strumosa Benth. var. suttonii Hort.), sun¬ 
flower (Helianthus annuus L.), zinnia (Zinnia elegans) var. Double 
Lilliput Purple, English daisy ( Beilis perennis L.), Michaelmas daisy 
(Aster farreri W. M. Sm., A . horizontalis hort. hvbr. grandiflorus , 
A . pyramidalis , A. subcoeruleus S. Moore, and A. yunnanensis 
Franch.), French marigold (Tagetes patula L.), and African marigold 
(T. erecta L.). 

wSeeds of several species were planted in infested soil but no damp- 
ing-off occurred on seedlings of cauliflower (Brassica oleracea var. 
botrytis) var. February, turnip (B. rapa) var. Purple Top White 
Globe, wallflower (Cheiranthus cheiri , celery (Apium graveolens ), 
parsnip (Pastinaca sativa), Oilia tricolor, tomato (Lycopersicum esculen¬ 
tum var. vul-gare ), petunia (Petunia hybrida ), snapdragon (Antirrhinum 
majus), zinnia (Zinnia elegans ), dahlia (Dahlia sp.), and hybrid 
cineraria (Senecio cruentus). 
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Two varieties of China-aster (Giant Crego Azure Blue, wilt resist¬ 
ant, and Queen of the Market Lavender, wilt resistant) were readily 
infected by the isolate of Phytophthora cryptogea from annual stock 
after 17 days. However, the type culture from Pethybridge (host 
not specified), an isolate from African marigold (18), and the two 
isolates from Transvaal daisy did not cause infection after 41 days. 

Plants of annual stock (variety Fiery Blood Red) were infected 
with the two isolates from Transvaal daisy after 23 days. The type 
culture yielded negative results. 

Successful inoculations were made to Transvaal daisy plants with 
the isolate from annual stock, after 29 days, and with the isolate 
from marigold, after 22 days. The type culture did not cause 
infection. 

SUMMARY 

A foot rot of China-aster, annual stock, and Transvaal daisy, 
caused by Phytophthora cryptogea Pethybr. and Lafi\, is prevalent on 
the San Francisco peninsula and in other localities. 

The principal environmental factors favoring the disease are ex¬ 
cessive moisture, poor soil drainage, and cool weather. 

Infected plants wilt very suddenly. The roots and the lower part 
of the stems of China-aster and annual stock and the roots and crowns 
of Transvaal daisy are involved in a soft, wet decay. Ultimately 
breakage of the stems or crowns at or near the soil level is followed 
by lodging and death of the plants. 

The isolates of the fungus from China-aster and other hosts are 
described. 

In the greenhouse, infection was obtained by adding the fungus to 
the wet, autoclaved soil of potted plants. The incubation period 
averaged 10 days for China-aster, 24 days for annual stock, and 45 
davs for Transvaal daisy. 

The China-aster isolate was pathogenic to cucumber seedlings and 
young plants of wallflower, annual stock, Transvaal daisy, Michael¬ 
mas daisy, and hybrid cineraria, as well as to unwounded fruits of 
eggplant, ripe tomato, green bell pepper, pumpkin, watermelon, and 
cucumber. 

The annual stock isolate caused infection of China-aster and 
Transvaal daisy. 

When inoculated into annual stock, the Transvaal daisy isolates 
proved pathogenic, but no infection of China-aster was obtained. 

An isolate of Phytophthora drechsleri from Transvaal daisy readily 
infected that host. Symptoms produced were indistinguishable from 
those induced by P. cryptogea . 

No resistance to the disease was found in any of the commercial 
varieties of China-asters tested, including strains resistant to fusarium 
wilt. 
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A FORMULA FOR REDUCING THE COMPUTATIONS 
NECESSARY TO FIND THE VARIANCE OF A SET OF 
AVERAGES 1 

By William Dowell Baten 

Research associate in statistics , Michigan Agricultural Experiment Station 

The yield of a three-row plot is often considered to be the average 
of the yields of the rows. The averages of these yields are used to 
obtain the mean and variance of the yields of the entire number of 
plots used in the experiment. Since the yield of each plot is an 
average of three-row yields, fractions are usually involved; also, 
deviations of the plot yields from the general mean of the group 
involve more fractions which increase the work of computation. 

The weight of a steer is often considered to be the average of three 
measurements of his weight taken at different times during the day. 
Some research workers find the average of the three measurements, 
the deviations of these averages from the general average, and then 
the variance of the measurements from the sum of squares of these 
deviations. This method is used frequently in finding the variance 
of the weights of steers employed in a project. When this method of 
calculating the variance is employed, a great amouut of computing is 
usually required in which decimal fractions arise. 

The object, of this paper is to show how to obtain the mean and 
variance of the measurements without the labor involved in finding the 
averages of the three measurements made at the outset and the 
deviations of these averages from the general mean. 

Let x h if i, Cj represent, respectively, the yields of the three rows in 
the first plot; let x 2 , ]f 2) -2 represent the yields of the three rows in the 
second plot, etc. Yields of the plots are taken as the average of the 
three-row yields. They are, respectively, 

Ii; + 

»»l— —3 — ' 

II- 

2 " Ti 

, r f !h I 

n,r-» 

ir — x H •(-//„ (-c„ 

* 1 H 

The general mean, or the mean of all the plot yields, is 

2W 2(j- I-jH-s) 

Jl/ ‘~ * ‘ '-in 'An 

which is the sum of all row yields divided by :*/?, the total number of 
rows in all plots. 

1 Received for publication Mar. 15, 1037, Issued November, 1037. Journal Article rio. 204 (n. s ) fiom 
the Michigan Agricultural Exjienment Station. 
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It is not necessary to use the actual measurements, for by using an 
assumed or provisional mean the general mean and variance can be 
found. The use of a provisional mean enables one to reduce the size 
of the items and thus to lessen the chances of making errors. Let m 
be the provisional mean, which is usually some whole number near 
the center of the range of the measurements; let x x be the deviation 
of the yield of the first row r in the first plot from the provisional mean, 
m ; let y x be the deviation of the yield of the second row in the first plot 
from m, and r/ the deviation of yield of the third row' in the first 
plot from m; etc. The deviations of the original measurements from 
the provisional mean, m, are small numbers and hence are easier to 
use in computing. 

The general mean, Af, can be written in terms of the deviations from 
the provisional mean. By definition 

a' —A*"* m, ?/,' —y 1 —w, x x ' -z x — m 


x 2 ' ~ x 2 — m , ?/ 2 ' — y, — m , z/~ z 2 — m 
V” Jh—m, ?/#,' = z n —m. 

Adding the above gives, 


(1) 

or 

Hence 

(2) 


2(aN Vt-\ yA z)-'.\nm 

2(*Ay+s) -~2(x/ + !i/ + z/)-\ llnm 

Af ^~('+V+£) JZls' + y’ + z') m 


3/? 


3// 


+ w 


From the definition 


(3) A + /A + A'-aM y / |-c/ + Il/w 

The variance - of the yields of the plots, obtained by taking the 
average of the three measurements, is by definition 


or 

(4) 


n / 

<r 2 = S( 

?-l \ 




M ' 3« 



(«- 1 ) 



a« 

{xi ~| y L f* a) 

/=•1 


\\n 



/ 

(*-l) 


Substituting the values of 2 (a 4 }Jr\ A) and A + /A4-A from (2) and 
(3) respectively into (4), gives 


(5) a 2 - 


t£-\( n(Xi }fi i Zt) f 3n,m- y/-\-z/)Wnm \ 

Z l- sT~ - b 

1=1 

/ 'in \ 2 

n (*,' +■?//+ z,‘')— g (x/+i //-f z/)\ 


/ (n —11 


} 

in- 1)„ 


* This is,considered to be the best estimate of the variance of the population from which the sample is 
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Now, carrying out the summation in the above line, we lmve the 
following without tlie denominators 

+ (S(.r,M y/ + s /)) 2 

n ! W + V J H^-2«S(j/ + y/ + :/)(/ 2 '+y J M z 2 ') + (ZW + y/ + z/)y 


n:\jrf 4 y/d-flr/) 2 —2w2(r/ f ?// 4- 2 /)(a'+?// t* r/> + (2(j/H-y/ + r/)) 


Adding, we get 


or 

(«) 


?// t-c/) 2 —2wS(i-/d*y/ fr/) S^Z + y/d--/) 


;*-i 


j=*i 


4 «(S(V *f?//+c/)) 

H ,y(-r/ ! ?// t =,')* -*(£('/ I J// 1 -/) y 


/ {»— 1) 


[ !>// 


Formula (6) looks complicated; actually it is very easy to use, as 
table 1 concerning yields of three-row plots of Minhardi wheat will 
show. The first three columns in table 1 contain wheat yields for the 
three rows of 10 plots. The next three columns contain the deviations 
of the yields from the provisional mean, 250 g. In column 7 are 
recorded the sum of the items in columns 4, 5, and 0; the last column 
contains the squares of the numbers in column 7. 


Table 1.— Data to illustrate the use of formula (0) 


Yield of 

Mmliardi wheal 






How 1 

How 2 

How 3 

J -250 | If — 250 

Z-2.-.0 

•»'+!/'4 2' 

u'+g'-fz') * 

X 

V 

z 

i' 

_ 

t 

*• 



Grams 

Grams 

Grams 

Grams 

Grams 

Gra ms 

Grams 

Grams 

247 

251 

224 

-3 

1 

-20 

-28 

784 

249 

223 

233 

-1 

-27 

-17 

-45 

2,025 

271 

252 

221 

21 

2 

-29 

-0 

30 

203 

233 

255 

13 

-17 

ft 


1 

280 

215 

200 

30 

-35 

10 

5 i 

25 

255 

234 

258 

5 

-1G 

8 

-3 ! 

9 

250 

217 

211 

0 

-33 

-9 

—36 

1, 290 

202 

220 

208 

12 

-24 

18 

0 

30 

297 

207 

284 

47 

17 

34 

98 

9,004 

288 

252 

209 

38 

2 

J9 

59 

3.481 

Toi 

,al... . 





+51 

17,297 






_ . _ 




From (2) the value of the general mean is A/**250“251 7 g. 
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From formula (6) the variance of this set of data, where the plot 
yield is considered to be the average of the yields of the three rows in 
the plot, is 

2 _1 0(17,297)— (51 ) 2 _ 170,369 __ n 
a 90 (9) 90(9) ' 


v'210.3 = 14.5g 

In the foregoing illustration thore were no fractions in the calcula¬ 
tions until the last step in finding M and the last division in finding <r. 

A similar formula can be derived from n plots, each with k rows, 
where the yield of a plot is considered to be the average of the yields 
of the k rows. The formulas for mean and variance are 


(7) 


2(a/ + 6/+c/+ • • • +/%') 

A/=-“ 1 - - T - — fra 

kn 


and 


l <•/ + * * * -\~k t ') 2 —&/+c/ + * • • +&/)) 

( 8 ) a - - - ■ 


where a t is the yield of the first row of the ?th plot, and a/ is the 
deviation of the yield of the first row in the ith plot from the provisional 
mean m. 

Let us now consider a set of weight measurements made on 13 steers, 
where the weight of a steer is considered to be the average of five 
measurements made during the first day of the feeding experiment, 
as shown in table 2. 


Table 2. —Data to illustrate the use of formulas (?) and (S) 



Weights of steers taken at 5 times during 
first day 

1 


m = 310 





Steer 











. (h .\ . 














no. 

First 

Second 

Third 

Fourth 

Fifth 

a—310 

5—310 

c—310 

</—310 

r—310 

c' f-rf' 
dr' 



a 

b 

c 

d 

e 

a' 

1/ 

c' 

d' 

e' 




Lb. 

Lb. 

Lb. 

Lb 

Lb. 

Lb 

Lb. 

Lb 

Lb 

Lb 

Lb 

Lb 

1_ 

300 

315 

304 

308 

310 

-10 

5 

—6 

—2 

0 

-13 

109 

2. 

285 

280 

293 

297 

288 

—25 

-30 1 

-17 

-13 

- 22 

-107 

11,449 

3.- 

325 

322 

317 

329 

320 

To 

12 

7 

19 

10 

63 

3.969 

4_ 

337 

324 

330 

334 

328 

27 

14 

20 

+24 

18 

103 

10, 609 

5_ 

295 

307 

301 

299 

300 

— 15 

- 3 

-9 

-11 

-4 

-42 

1, 764 

6. 

271 

283 

280 

278 

285 

-39 

-27 

-30 

-32 

-25 

-153 

23,409 

7. 

305 

319 

312 

318 

306 

-5 

9 

2 

8 

-4 

10 

100 

8_ 

329 

322 

314 

319 

324 

19 

12 

4 

9 

14 

58 

3,364 

9. 

304 

309 

317 

321 

314 

-0 

-1 

7 

11 

4 

1 15 

225 

10_ 

325 

333 

335 

340 

330 

+ 15 

23 

25 

30 

20 

113 

12,769 

11 . 

301 

313 

297 

303 

307 

-9 

3 

-13 

— 7 

-3 

-29 

841 

12. . 

279 

288 

291 

284 

275 

-31 

-22 

-19 

-26 

-35 

-133 

, 17,689 

13 . 

298 

294 

306 

301 

290 

-12 

-16 

-4 

-9 

-20 

-61 

3,721 

Total. 











-176 

j 90,078 














From (7) the mean of the weights, where weight is considered to 
be the average of the five weights made during the first day, is 

M=^j|- ) + 31 °= 3 °7. 29 pounds. 
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From (8) the variance is 


a 2 —13 (90,078) — (—176) 2 
25X13X12 


=292.32 


and 


0-—17.1 pounds. 


This formula may be employed to shorten computation work when 
Harris’ formula is used for finding the intraclass correlation coefficient. 
Harris’ 3 formula is 

(9) k^(jr p ~A') 2 ==rm 2 .[ 1 + (k- l)wj, 

;>-l 

where Z: — the number of items in the same family; n '—the number of 
families; 

I—the mean of all items; ?> = the number of degrees of freedom; 
s 2 —the variance of an entire set of items; ar 7 ,=the mean of the 
items in the p th family: r=the intraclass correlation. 

n' 

The summation, X) (x p - x) 2 , in formula (9) can be found by formula 
p=* i 

(6), as the following example shows. 

The number of pedicels per inflorescence of nonterminal inflores¬ 
cences on the second branch of a certain plant were counted for 
obtaining the correlation between number of pedicels for sister 
clusters. There were three nonterminal inflorescences on the second 
branch of these plants. Table 3 gives the data. 


Table 3 .—Data to illustrate the use of formulas (f$) and (9) 


— — 

- - - 

_ _ 

... — 

—- 

— 

-- 

— 

Pedicels per cluster 


7/t- 8 




First 

Second 

Third 




x' \y' \ z' 

(x'-f-y'+20 

cluster 

cluster 

cluster 

i' 

V ' 

z' 



X 

V 

z 






Number 

Nit mber 

Nu mber 






8 

9 

8 

0 

1 

0 

1 

l 

10 

10 

9 

2 

2 

1 

5 

25 

7 

8 

7 

-1 

0 

-l 

— 2 

4 

9 

7 

8 

1 

-1 

0 

0 

0 

0 

7 

0 

— 2 

--1 

_2 

-5 

25 

8 

y 

9 

0 

1 

1 

2 

4 

8 

8 

8 

0 

0 

0 

0 

0 

7 

7 

0 

- 1 ! 

-1 

-2 

~4 

10 

10 

9 

8 

2 ' 

1 

0 

3 

9 

8 

9 

9 

0 

1 

t 

2 

4 

7 

6 

8 

-1 

_ o 

0 

—3 

9 

11 

8 

9 

3 

0 

1 

4 

10 

9 

9 

9 

1 

l 

l 

3 

9 

8 

8 

8 

0 

0 

0 

(» 

0 

7 

0 

6 

-1 

-2 

-2 1 

! 

25 

9 

8 

8 

1 

0 

9 i 

i i 

1 

7 

7 

7 

— 1 

-1 

-1 

-3 

9 

11 

11 

10 

3 

3 

2 

-8 

64 

8 

8 

7 

0 

0 

-1 

-1 

1 

10 

8 

10 

2 

0 

2 

4 

16 

Total_ 






238 

i_ 






—6 | 


1 Harris, J. A. a contribution to the problem of bomotyposis. Blometrika 11* 201-214, illus. 1916. 
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By using the quantity in brackets in formula (0) the sum, 2(,r p --.r) z , 
is equal to 


V/, __-, 2= 20(238)-((>) z == 4724 # 
p ' 9*20 180 

This value used in formula (9) leads to an intraclass correlation 
coefficient of 0.925. 

Formulas (7) and (8) enable one to find the mean and the standard 
deviation of a set of averages without actually finding the averages 
or the deviations from the general mean and by employing smaller 
numbers than the original measurements. These formulas reduce 
the work of computation. 



THE URONIC ACID CONTENT OF THE NITROGEN-FREE 
EXTRACT OF FEEDING STUFFS 1 


By (j. A. Guanzon, instructor in sugar technology , college of agriculture , Laguna, 
P. /., and W. M. Sandstrom, assistant, chemist, Minnesota Agricultural Experiment 
Station 

INTRODUCTION 

Abundant data exist on the percentage of nitrogen-free extract in 
feeds, but in only a few instances is there information concerning the 
kind and quantity of carbohydrates comprising it. According to 
their digestibility, Fraps (6‘)~ arranged the known components of the 
nitrogen-free extract in the following order: (1) Sugars, (2) starch, 
01) pentosans, (4) residue. It is also being recognized that the effects 
of association of the different components may have a great deal to 
do with digestibility. Thus, results 05, 0, 7, <S\ 0, IS, 14) show that 
the sugars and starches and the pentosans of hays and forages are 
generally less digestible than the same constituents in starchy con¬ 
centrates and meal feeds. 

The term “residual nitrogen-free extract” is given by Fraps (10) 
to that part of the nitrogen-free extract remaining after the values 
for sugars, starch, and pentosans have been subtracted. This fraction 
includes the uronie acids, with the determination of which this paper 
deals. 

Polymers of uronie acids are widespread in the plant world as 
incrusting materials and as constituents of cell walls, and in the 
hemicellulose and poetic materials. Link (15, 10) has demonstrated 
the presence of free give uronie acid in corn seedlings. It is well 
known that compounds like benzoic acid and certain terpene deriva¬ 
tives are eliminated from the higher animals as “paired glyeuronic 
acids.” Mathews (/?) suggests that the uronie acid is a transitory 
stage in the oxidation of glucose in the bodv; however, it has never 
been shown that the higher animals are able to utilize the uronie 
complexes. 

METHODS OF EXPERIMENTATION 

MATERIALS 

Nine feeds representing concentrates, grain byproducts, and 
roughage were selected to give a variety with respect, to physical and 
chemical characteristics, as is shown in table 1. The peanuts were 
purchased in the open market; the other materials were available at 
the Minnesota Agricultural Experiment Station. All were obtained 
in an air-dried condition. In each case a 300-g sample was coarsely 
ground and then placed in a. ball mill until the particles were reduced 
to a size passing through a sieve having circular openings of 1 mm. 
diameter. 

1 Received for publication June 11, UMf>. issue<l November 1937. Contribution no 1428 of the Minnesota 
Agricultural Experiment Station 
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Table 1 . —Composition of feeding stuffs (moisture free) 







j Sugars and starch 



Crude 

fiber 

Pentosans 

Nitrogen- 

Uronic 





Feed 

in crude 

free 

acid an- 






fiber 

extract 

hydride 

Reducing 

sugars 

Sucrose 

Starch 

Total 

: 

Percent 

Percent 

Percent 

Percent 

Percent 

Percent 

Percent 

Percent 

Alfalfa hay.. _ 

Corncobs . _ 

30.31 

5 03 

40 37 

10 40 

1 70 

1.05 

1.44 

4.85 

30 53 

4 48 

58.87 

5 88 

1.44 

.60 

2 03 

4 07 

Corn bran.. 

16 96 

1.16 

02 40 

0 04 

.30 

nil 

7 34 

7.04 

Peanut hulls ... 

70 40 

14 47 

14 70 

0 00 

83 

.48 

.88 

2 11 

Peanut kernels __ 

2 43 

.20 

14 95 

1 92 

(0 

5 39 

3.27 

8.66 

Rye.. ... 

2 21 

15 

81 30 

.72 

17 

5 43 

53. 68 

59 28 

Timothv hay_ 

34. 55 

5.98 

47 19 

5 00 

3.57 

1 39 

.74 

5 70 

Wheat bran. . _ 

12 11 

.90 

53 23 

3 88 

.70 

3.91 

7.83 

12 44 

Wheat shorts. 

0 74 

.49 

68 90 

1.68 

1.16 

4.34 

20 73 

26.23 


1 Trace 

ANALYTICAL METHODS 


The uronic acid content was determined by the method of Dickson, 
Otterson, and Link (4) except that the liberated carbon dioxide was 
received in two spiral tubes (Bailey (3)) in series, and the excess of 
barium hydroxide titrated in these containers. Approximately 20 
minutes of heating is required to bring the temperature of the reaction 
mixture to 100° O., during which time any carbon dioxide evolved 
from carbonates present is removed. At this stage the standardized 
solution of barium hydroxide is introduced into the receiving train. 
This is a slight modification of Anderson's method ( 1 ). Norris and 
Resell (18) have recently verified the statement that the determination 
of uronic acids by decarboxylation is quantitative. In the case of the 
rye, wheat shorts, and wheat bran samples, which contain large 
quantities of starch and sugars, correction was made for the carbon 
dioxide evolved under the conditions of the determination (0.45 
percent of the weight of the carbohydrate). The quantities of protein 
present do not yield a measurable amount of carbon dioxide under the 
above conditions. 

The determinations of moisture, ash, crude protein, pentosans, 
sucrose, reducing sugars, starch, and ether extract were made by the 
official methods of the Association of Official Agricultural Chemists 
(2, pff. 335 , 330 , 25 , 344> 041, 400 , 342 , arid 339, respectively). Crude 
fiber was determined by the Kennedy modification (11). Pentosans 
were also determined on a sample treated for weighing as crude fiber 
and botli pentosans and crude protein determined on a fat-free 
sample which had been extracted for 30 minutes with boiling N/50 
sulphuric acid, followed by 15 minutes of boiling after the addition 
of enough sodium hydroxide to neutralize the acid and give a solution 
N/50 with regard to the alkali (7). Only part of these values are 
reported in this paper, however their determinations were necessary 
in order to calculate the values for the nitrogen-free extract. 

CALCULATIONS 

Pentosans in nitrogen-free extract .—The differences between the 
total pentosans and the pentosans in crude fiber are taken to be the 
pentosans in the nitrogen-free extract. 

Residual nitrogen-free extract .—The percentages of sugars, starch, 
and pentosans in the nitrogen-free extract were added together and the 
sum subtracted from the total nitrogen-free extract. The remainder 
is termed the residual nitrogen-free extract. 
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Insoluble pentosans in nitrogen-free extract .—The pentosans were 
determined on the residue insoluble in N/50 acid and alkali. The 
pentosans in the crude fiber as determined previously were sub¬ 
tracted, and the remainder is termed the insoluble pentosans in 
nitrogen-free extract. The soluble pentosans in the nitrogen-free 
extract were calculated by differences. 

Insoluble residual nitrogen-free extract .—From the value for the 
residue insoluble in N/50 acid and alkali w r as subtracted the sum of the 
value for crude fiber plus the values for the crude protein and the 
pentosans in that insoluble residue. The difference is termed the 
insoluble residual nitrogen-free extract. The value for the soluble 
residual nitrogen-free extract was calculated by differences. 

DATA 

Table 1 gives the composition of the feeds on the moisture-free 
basis; all values are the average of three determinations. Table 2 
records the composition of certain constituents of the nitrogen-free 
extract calculated as percentages of that fraction. 

Table 2. Composition of the nitrogen-free extract of feeding stubs 


Feed 

1 

| 1 romr 
i acnl 
! anh.v* 

| drtdos 

i 

SiiKUts 

ami 


Pentosaus 


Kesulual nitrogen 
extract 

—free 


starch 

Soluble 

1 Insoluble 

1 

Total 

Soluble 

Insoluble 

Total 


! J*trini( 

P< renit 

Percent 

i 

! Percent 

Percent 

]*<rcent 

Percent 

Percent. 

Alfalfa hay_ 

- - , 25. 70 

12 01 

17 21 

S 27 

25 51 

29 07 

32 83 

02 50 

Corncobs 

„ . , 9 99 1 

0 91 

19 20 

! 3.( SS 1 

52 74 

0 13 

34 20 

40 33 

Corn brail.. 

- - ' 10 H3 , 

12 23 

41 10 

8 92 1 

50.45 

18 24 

13.08 

31.32 

Peanut hulls 

__ 41 50 ! 

14 35 i 

i 4) 87 

34 15 | 

40 OK 

9.59 

31 90 

44.49 

Peanut kernels 

12 M 

57 93 

15 25 

! 0.29 

21.54 

14 05 

5. hi 

20 40 

It ye.. 

Timotlw hav 

SS . 

72 HU \ 

! 9 77 

1 2 14 j 

11 91 

11 37 

3.80 

15. 23 

. „ _ i 10 00 i 

12 OH 1 

2 01 

! 20.30 l 

28 90 

29 75 

1 29.24 

58 99 

Wheat bum ... 

_ ._; 7 29 i 

23 37 1 

! 23 01 

20 72 , 

44 31 

14. 23 

10 00 

32 29 

Wheat slants 

- ---, 2 44; 

1 

3H 01 : 

14 10 

1 7 37 

1 

2! 74 | 

i 

31 95 

*27 

40 22 


DISCUSSION 

In general the uronic acid content only partially tends to parallel 
the crude fiber content; in the case of the two hays and the corncobs 
the values are out of line. The pentosan content of the crude fiber 
shows a better agreement with the total crude fiber, thus suggesting 
that the variations in the uronic acid content are to be ascribed to 
the portion found in the nitrogen-free extract. 

In comparing the values obtained for the various constituents in 
the nitrogen-free extract it is to be recognized that the “pentosan” 
values will include the pentose moiety of the uronic acid anhydrides. 
On the basis of equivalent weights 75 percent of the uronic acid 
anhydride is pentose, hut Norris and Resch (18) have shown that the 
uronic acids yield only approximately 42 percent of the theoretical 
amount of furfural. On this basis 31.5 percent of the weight of the 
uronic acid anhydrides is included in the “pentosan” fraction as 
determined. The appropriate deductions from the total pentosan in 
the nitrogen-free extract have been made to give the corrected pen¬ 
tosan values. Only in the case of the alfalfa hay and the peanut hulls 
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is the change very great. The corrected pentosan value of the former 
is 17.41 percent as contrasted with 25.51 percent of the nitrogen-free 
extract, while in the case of the peanut hulls the value becomes 27.62 
percent instead of 40.68 percent. Since it is not known how the 
uronic acids are distributed as between soluble and insoluble “pento¬ 
sans”, and since the corrections are slight (ranging in difference from 
0.3 to 3.3 percent), the corrected values for the other feeds are not 
shown. 

An examination of table 1 fails to reveal any very great regularity 
between the uronic acid content and the total nitrogen-free extract of 
the feeds examined, although there is a tendency for the two to vary 
inversely. As is to be expected, the concentrates contain higher per¬ 
centages of starch and the soluble sugars, and with the exception of 
the peanut kernels, these latter vary inversely with the uronic acid 
content. Among the roughages the starches and sugars occur at 
about the same lower level but associated with higher concentrations 
of uronic acids. The proportionalities between the various known 
constituents of the nitrogen-lree extracts are shown more clearly by 
the method of calculation employed in table 2. 

The residual nitrogen-free extract contains the miscellaneous 
products; of these the uronic acid anhydrides in the feeds are here 
determined for the first time. There is no marked tendency to regu¬ 
larity between the content of uronic acids and the total residual 
extract. Except in the case of corn bran and peanut, kernels, the 
uronic acid content of these feeds increases with the insoluble residual 
nitrogen-free extract, but no regularity appears when the soluble 
portion is considered. 

Since the pentosan fractions as determined should include that 
arising from the uronic acids present, as pointed out earlier; and since 
pectins, hemicelluloses, and gums contain uronic acids (4,5,7); and since 
the pectins and gums may be sufficiently soluble to escape the crude 
fiber determination (5), we might expect to find some relationship 
between the uronic acids and pentosans. There is, again, no rela¬ 
tionship to be observed when the soluble and the insoluble pentosans 
are separately coin pared with the uronic acid content of each feed. 

The digestibility of the total nitrogen-free extract is no doubt the 
resultant of the digestibility of the individual components of this 
fraction. Investigators, particularly Fraps (10), have referred the 
lower values of the digested matter of roughages as compared with 
those of concentrates to the presence of unknown and undetermined 
constituents. Fraps points out that the “pentosans soluble in N/50 
acid and alkali are digested to a greater extent than the remaining 
pentosans” (7) and that “the nitrogen-free extract soluble in N/50 
acid and alkali is, as a rule, digested to a greater extent than that not 
soluble” (8). With this in mind the calculated percentages of 
digestibility of the feeds as shown in table 3 were made by assuming 
that the starches and sugars were 100 percent utilized, and that the 
pentosans and the residual nitrogen-free extract were utilized to the 
extent that they were soluble in N /50 acid and alkali. The calculated 
digestibility was arrived at by giving effect to the proportions of the 
various constituents. This calculation was made in order to compare 
the results with those obtained for the nitrogen-free extract from 
feeding trials as summarized by Henry and Morrison (12, appendix 
table ll). 
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Table 3 .—Digestibility of feeds and of their nitrogen-free extract as related to uronic 

acid content of each 



Uronic add content of— 

Calculated 

Coefficients of 
digestibility 

Feed 

Feeds 

Nitrogen* 

free 

extract 

digestibility of 
total nitrogen- 
free extract 

from feeding 
trials (Henry 
and Morrison 
(/*)) 

Alfalfa hay.. .. 

Percent 
JO. 40 

Percent 

25. 76 

Perci nt 

58 02 

70-72 

Corncobs— . _ . .. 

A 88 

0 09 

32 24 

52 

Corn bran. ... 

«. 04 

10 63 

71 57 

80 

Peanut hulls 

0 00 

41 50 | 

30.81 


Peanut kernels . . 

1 02 

12 84 

87 83 

"»4 

Rye .. - - . .. 

Timothy hay_ - ... - 

.72 

.88 

94 00 

88-94 

5 00 

10 GO 

44 44 

47-02 

Wheat bran. 

3 88 

7 29 

03 21 l 

GO-72 

Wheat shorts. . _ . _ ... . ... 

1 G8 

2 44 | 

84 15 

78-88 


The calculated digestibilities agree surprisingly well with results 
obtained by actual feeding trials. There is a closer agreement in the 
case of the concentrates with their high content of starches and sugars 
and the lower content of uronic acid and residual nitrogen-free extract. 
On the other hand, the calculated digestibilities are somewhat lower 
than those obtained by feeding trials in the case of the roughages which 
contain a greater amount of uronic acid anhydrides. These latter are 
only part of the residual nitrogen-free extract, but the results sug¬ 
gest that the lowered digestibility may in part be accounted for by 
the uronic acids. 

SUMMARY 

Analyses on nine feeds classified as concentrates, grain byproducts, 
and roughages have been made in the usual way but to include uronic 
anhvd rides in the residual nitrogen-free extract. Roughages in general 
contain a higher percentage of the uronic acid anhydrides than do the 
concentrates. There does not appear to be any regularity between 
the uronic anhydride content and the other constituents of the 
nitrogen-free extract. A calculated artificial coefficient of digestibility 
of these feeds compares fairly well with the results of feeding trials, 
but the parallelism is less close in the feeds with a high nitrogen-free 
extract, part of which is of a uronic acid nature. 
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THE EFFECT OF MECHANICAL PROCESSING OF FEEDS ON 
THE MASTICATION AND RUMINATION OF STEERS 1 


By C. H. Kick, assistant, Paul Gerlaugh, chief, and A. F. Schalk, associate , 

Animal Industry Department; and E. A. Silver, associate , Agricultural En¬ 
gineering Department, Ohio Agricultural Experiment Station 

INTRODUCTION 

Numerous data are available in the literature regarding the effects 
which various methods of preparation of concentrates and roughages 
have on the utilization of these feeds by cattle. The conditions under 
which the different trials have been conducted are so variable from 
the standpoint of the type of animal, indices used, and the degree of 
control of the many factors involved that it is difficult to draw con¬ 
clusions from the results reported. 

If mechanical processing of feeds is of any value other than in¬ 
creasing palatability or decreasing waste, it would appear that it 
must certainly save the animal some energy in the comminution of 
the feed by reducing the amount of work required in the processes of 
mastication and rumination. If this be true, the energy required for 
the so-called work of digestion would be reduced and the metabo¬ 
lizable energy so conserved should be available for production purposes. 

REVIEW OF THE LITERATURE 

Bergman and Dukes 2 reported a critical study on two cows fed a 
normal dairy ration of grain, silage, and hay. They found that one 
animal spent 0 hours and 42 minutes and the other spent 8 hours and 
22 minutes daily in rumination. In the case of each animal this 
process occurred in 15 to 20 periods which were evenly distributed 
over the entire day. The length of theso periods varied from 2 to 49 
minutes with an average of 20 minutes. The total number of boluses 
regurgitated paralleled the total number of minutes of rumination. 
Approximately 59 seconds was devoted to each bolus and about 5 
seconds of this time was occupied by the processes of rumination 
other than remastication and reinsalivation. No correlation between 
the amounts of feed consumed and the time spent in rumination was 
reported. 

Fuller 3 obtained detailed information on three dairy cows fed a 
normal ration. lie reported averages of 5 hours 57 minutes eating, 
8 hours 5 minutes ruminating, 53.9 seconds romostieating each bolus, 
and 3.73 seconds spent in deglutition and regurgitation. Twenty- 
two cows in stanchions daily spent approximately 3 hours eating, 8 
hours ruminating, and made approximately 41,000 jaw movements 
daily. The rate of the jaw movements depended on the kind of 
material being chewed—94 per minute for the mastication of grain 
and silage, 78 per minute for the mastication of hay, and 55 per 
minute during rumination. 

1 Received forpubhoation Mftr. 29,1937; issued November 1937. 

3 Bergman, H. D m and Dukes, H. H. observations on certain diurnal phases of rumination. 
Jour. Amer. Vet. Med. Assoc. 67 (n. s. 20)* 364-366, lllus. 1925. 

3 Fuller, J. M. some physical and physiologicai activities of dairy rows under conditions ok 
MODERN HERD MANAGEMENT, N. H. Apr Expf Rta Tech. Bull. 35, 29 pp , illus. 1928 
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Schalk and Amadon 4 reported data on the time required for the 
mastication of various feeds by dairy cows. They found that the 
following lengths of time were required for 5-pound allowances of the 
various feeds: Whole oats 10 minutes, corn on the cob 18 minutes, 
ground feed 14 minutes, hay 15 minutes. 

The same authors 4 obtained results of a study of rumination with 
nine daily cows on rations of ground grain, alfalfa hay, and corn 
silage. The animals were followed continuously for 60 hours. The 
observations obtained, based on a 24-hour period, were 6.14 hours occu¬ 
pied in eating, 6.89 hours ruminating, and 10.90 hours resting. 

Four animals were observed continuously for 60 hours for more 
detailed information, 4 and it was found that the total time spent in 
rumination was divided into 162 periods including 66 with the animal 
in the standing position, 75 in the lying position, and 21 in both posi¬ 
tions for part of the period. The average number of boluses per period 
was 25.37, with 50.32 chews being made on each bolus. During the 
entire period of 60 hours the four animals regurgitated 4,110 boluses 
and made 206,663 chews. 

Tw t o animals were followed in detail for 24 hours while on pasture 
during the summer. 1 Thirty rumination periods were observed to 
average 26.1 boluses per period and the average number of chews per 
bolus was 39.11. Sixteen of these periods occurred while the annuals 
were standing and 14 while lying:. They regurgitated 793 boluses and 
made 31,013 jaw movements during the 24 hours. 

The authors concluded that such factors as age, condition of the 
teeth, and the nature and kind of feed all affected rumination. Flies, 
mosquitoes, dogs, interference by herd mates, or any condition which 
would worry, frighten, or disturb the animal may lead to a cessation of 
rumination. If the stoppage was momentary, the animal would hold 
the bolus in the oral cavity and presently would resume chewing. 
However, the number of chews was always lessened and the total time 
of rumination decreased. 

The present investigations were undertaken as part of a larger pro¬ 
gram on the study of digestion in cattle. They were planned to deter¬ 
mine the effects of the processing of both concentrates and roughages 
on mastication and rumination in steers of various ages. 

METHOD OF PROCEDURE 

The animals used were ordinary feeder steers which had been pur¬ 
chased on the open market. They had all been operated on to pro¬ 
duce rumen fistulas for purposes other than the experiments to be 
reported. All the steers were in good physical condition but in rather 
thin flesh during these trials. Their ages at the beginning of the tests 
varied from 17 to 31 months. 

The following rations were fed to each steer: 

Ration 1, whole alfalfa hay. 

Ration 2, coarsely cut alfalfa hay—modulus 4.55—uniformity 5:5:0. fi 

« Scjialk, A F., and Amadon, R s. physio log v of the ki minant stomach (bovine), study of the 
DYNAMIC FACTORS. N. Oak Agr Expt. sta. Bull. 21(5, 04 pp , illus. 1928. 

5 The first expression of figures is the modulus of fineness; the second expression is the uniformity of tin* 
material m regard < o size of particles. The fineness of the material was made by the modulus system. Seven 
screens are used which range from a j^-inch mesh to 100 meshes j>er inch. This series of screens separates 
the material into various particle sizes. Jly weighing what remains on each screen a figure is computed which 
gives the fineness of the material. The larger number denotes coarse material and the smaller number 
denotes fine material. The consistency of uniformity of the material was arrived at by adding the percent¬ 
age of material remaining on the coarse screens, the medium screens, and the fine screens. This gives a ratio 
of three figures which donotes the relationship in the amounts of coarse, medium, and fine material in any 
given sample. 
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Ration 3, finely cut alfalfa hay—modulus 3.55—uniformity 1:7:2. 

Ration 4, ground alfalfa hay—-modulus 3.25—uniformity 1:6:3. 

Ration 5, whole alfalfa hay, protein supplement—modulus 2.01 -uniformity 
0:3:7, shelled yellow corn— modulus 6.01—uniformity 10:0:0. 

Ration 6, whole alfalfa hay, protein supplement—modulus 2.01—uniformity 
0:3:7, ground shelled yellow corn—modulus 3.56—uniformity 2:6:2. 

Ration 7, protein supplement—modulus 2.01—uniformity 0:3:7; shelled yellow 
corn— modulus 6.01—uniformity 10:0:0. 

A good-quality alfalfa hay was used throughout the trials. The 
coarsely cut and finely cut hays were approximately 2-inch and )i-inch 
pieces which had been cut in an ordinary hay cutter. Figure 1 shows 
samples of the alfalfa hay as fed. The hay and corn were ground by a 
hammer-type mill. The protein supplement consisted of a mixture 



Figure 1 —-Samples of the various hays fed: A, coarsely cut alfalfa, approximately 2-Inch lengths; B, finely 
cut alfalfa, approximately U -inch lengths, C, whole alfalfa; I), ground alfalfa. 


of dry-rendered tankage, cottonseed, linseed, and soybean-oil meals, 
steamed bonemeal, limestone, and salt. Block salt was before the 
animals at all times. 

The rations were fed at approximately 8 a. m. and 4 p. m. in such 
amounts as the animals would consume readily. Each steer was given 
exactly the same amount of the various kinds of hay in order to have 
a common basis on which to compare the amounts of mastication and 
rumination. The corn and hay of the mixed rations w r ere always fed 
in the ratio of 3 parts of corn to 1 part of hay, the amount of corn being 
regulated by the appetite of the animal. The shelled corn in ration 5 
was replaced by an equivalent weight of ground corn in ration 6. In 
the last trial (ration 7), the roughage was omitted from the feed, the 
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amount of protein supplement was maintained as in the two previous 
trials, and the animals were allowed all the shelled corn they would 
consume. 

A preliminary period of a week, in some cases more, was introduced 
between trials, during which time the animals were fed the rations to 
be tested during the following period. This preliminary period served 
to accustom the animals to the new feed and also to remove any 
residue of the preceding ration which might remain in the rumen or 
reticulum. 

Each trial was begun at approximately 8 a. m. when the animals 
were given their morning feed. The number of jaw movements was 
recorded by means of mechanical counters and the time taken was 
noted. This process was repeated about 4 p. m., when the evening 
feed was offered. During the remainder of the 24-hour period the 
steers were under constant surveillance, and the time, nmnber of 
chews, number of boluses regurgitated, and the number of chews 
per bolus during the entire daily rumination were recorded. Each 
trial was continued for 48 consecutive hours, and the data presented 
represent, in each case, an average of two 24-hour periods. 

OBSERVATIONS 

In general, as the finer hay was fed the number of chews taken for 
mastication was reduced in all the animals regardless of age (table 1). 
There was no apparent difference in the amount of mastication re¬ 
quired for the long and the coarsely cut hay in the case of the young¬ 
est steer (A). Steer 1) did not relish the ground hay and minced 
about while eating, which would account for the increased number of 
jaw movements taken for the mastication of this material. All of the 
animals took more chews in the mastication of ground corn than 
shelled corn. The number of chews per unit weight of feed decreased 
as the age of the animal and the amount of feed consumed increased. 

The total time spent by each steer in the mastication of the different 
rations (fig. 2) varied directly with the total number of chews made. 
When the time required per unit of feed was calculated it was apparent 
that the younger animals (A and E) spent more time in masticating 
their feed than the older animals (B and D). The percent of the daily 
time spent in mastication varied from 4.3 to 11.0 depending on the 
fineness of the material eaten. In the case of the various roughages, 
the amount of time decreased as the size of the particles decreased. 
The reverse was true in the case of the corn, shelled corn requiring less 
time for mastication than did ground com. The only obvious reason 
for the discrepancy in the time required for the mastication of whole 
alfalfa when fed alone and in combination with the concentrates is the 
fact that on the higher plane of nutrition the appetites of the animals 
were keener. The rate of chewing was variable but could not be 
correlated with the physical condition of the feed. 
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Table 1 . — Effect of various methods of preparation of alfalfa hay and of grinding 
corn on mastication by steers 

11>ufa aro for two 24-hour petiods] 

ALFALFA HAY 




■ 



Mastication 



Steer 

Ape 

Quantity and prepara lion of i at ion 


Chews 

Total 

time 

Tune 

Portion 
of day 

Chew’s 




Chews 

per 

per 

spent 

j>er 





pound 

pound 

in mas¬ 
tication 

minute 



Months 


Number 

Number 

Minutes 

Minutes 

Percent 

Number 


17 

/8 8 pounds whole alfalfa.. . 

10,298 

1,170 

141 

16 0 

9.8 

73 

A 

18.8 pounds 2-inch cut alfalfa. 

10,686 

1,214 

143 

16.3 

9.9 

75 

/V 

19 

f8 8 pounds M-inch cut alfalfa. 

6,737 

766 

99 

11.3 

6.9 

68 


18 8 pounds ground alfalfa__ 

5, 609 

637 

76 

8.6 

5.3 

74 


22 

fl3 2 pounds whole alfalfa.. 

13.085 

991 

159 

12.0 

11 0 

82 

B 

\13.2 pounds 2-inch cut alfalfa. 

10,280 

779 

121 

9.2 

8.4 

85 

24 

M3 2 pounds J4-inch cut- alfalfa.. 

0,182 

468 

84 

6.4 

5.8 

74 


\13 2 pounds ground alfalfa . 

4, 556 

345 

62 

4.7 

4 3 

73 


31 

/15 4 pounds whole alfalfa. 

13,935 

905 
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10 3 

11 0 

88 

D 

115.4 pounds 2-meli out alfalfa .. . 

9, 824 
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8 2 

8.8 

78 

33 

f 15 4 pounds J4-mch cut alfalfa .. _ 

7, 060 

458 

90 

5 8 

6 3 

78 


\15 4 pounds ground alfalfa_ 

8,330 

541 

96 

6 2 

0 7 

87 
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! 26 

; s 7 

1.8 

lift 


28 

2 pounds protein supplement, 9 

1 

i 



i 




1 iMMinds shelled corn. 

2. 031 

1 185 

26 

1 2 4 

! 1 8 

78 



13 pounds whole alfalfa_ 

2, 054 

685 

28 

9 3 

, 1 9 

73 


1 28 

2 pounds protein supplement, u 









l pounds ground corn.. 

2,667 

j 242 

36 

3 3 

2 5 

74 


1 

14 pounds whole alfalfa.. _ 

2. 643 

661 

35 

8 8 

2 4 

76 


| 36 

-,2 pounds protein supplement, 12 








1 

1 pounds shelled corn_ .. 

1,721 

123 

20 

1 4 

1 4 

86 

B 


14 pounds whole alfalfa_ . . 

2, 423 

606 

32 

SOI 22 

76 


36 

2 pounds protein supplement, 12 









( pounds ground corn... 

2, 232 

159 

25 

1 S 

1 7 

89 



12 pounds protein supplement, 11 









1 pounds shelled corn__ 

1,872 

117 

22 

1 4 

1 5 

85 



5 pounds whole alfalfa__ 

2, 719 

544 

38 

7 6 

2 6 

72 


42 

2 pounds protein supplement, 15 









1 pounds shelled corn.. i 

2, 429 

113 

| 30 

1 8 

2 1 

81 

1) i 


15 pounds whole alfalfa.. . 1 

2, 850 

570 

30 

7 8 

2 7 

i 73 


42 

<2 pounds protein supplement, 15 






■ 



l pounds ground corn.. 

3. 150 

! 186 ' 

36 | 

2 1 

2 5 

88 


42 

f2 pounds protein supplement, J8 


; 1 

1 






l pounds shelled corn. 

3, 012 ] 

151 j 

37 j 

1 9 

2 ft 

81 



14 pounds whole alfalfa.. 

3,653 

913 | 

53 

13 2 

3.7 

69 


28 

<2 pounds protein supplement, 12 

1 








l pounds shelled corn.. 

2,202 
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33 

2 4 

2.3 

67 

E ( 


(4 pounds whole alfalfa. 

3,987 
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51 

12 7 

3 5 

78 


28 

<2 pounds protein supplement, 12 









l pounds ground corn. 

3, 400 
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42 

3 0 

2 9 

81 


28 

12 pounds protein supplement, 14 








l pounds shelled corn. 

2, 699 

160 

36 

i * 

2.5 

75 


The effects of processing feed on rumination are presented in table 
2. Cutting the alfalfa into lengths as short as one-fourth inch had 
no marked effect on the number of chews, the time taken for rumina¬ 
tion (fig. 2), the number of periods this time was divided into (fig. 3), 
the number of boluses regurgitated, or the number of chews made and 
the time spent on each bolus. However, grinding the hay reduced the 
number of chews and the time required for rumination and this 
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roducod the number of chews made per pound of feed. The daily 
time spent in rumination of the whole and cut hays averaged approxi¬ 
mately 29 percent, while in the case of the ground hay this was reduced 
to 19 percent. The youngest animal (A) evidenced a slight reduction 
in the number of chews and the time required for rumination on the 
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finely cut hay, but these differences were small and could only be 
regarded as an indication. 

The mixed rations (5, (i, and 7) required lewer chews and less time 
for rumination (table 2) than the rations consisting of hay alone. 
The differences due to grinding the corn were not very consistent, 
but when the data from all the steers were averaged no effect was 
demonstrated. However, the removal of the roughage from the 
ration reduced the rumination process to a minimum as measured 
by the time and the number of chews taken. 














































Table 2. The effect of various methods of preparation of alfalfa hay and of grinding corn on rumination by steers 

lData are for two 24-hour periods] 
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The total number of boluses regurgitated, the number of chews, 
and the time spent on each bolus were practically the same when the 
rations consisted of cut hays or whole hay, but when ground hay or 
the mixed rations were fed, these indices were greatly reduced, with 
the exception that the time spent on each bolus was fairly constant 
on all the rations. Feeding a ration devoid of roughage resulted in a 
minimum number of boluses being regurgitated and a slight reduction 
in the number of (‘hews per bolus as compared to the other mixed 
rations. A peculiar observation was made when the animals were 
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Figure 4.- Distribution of periods of mastication, rumination, and rest, and of feedings of steers over i 
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fed the finely ground hay and the mixed rations. Two or three, 
sometimes as*many as six, boluses were regurgitated and remasticated 
before any of the material in the oral cavity was swallowed. 

The rumination process was divided into a number of periods scat¬ 
tered throughout the 24 hours (figs. 3 and 4). The processing of both 
roughage and concentrates had no apparent effect on the number or 
distribution of these periods, but it is obvious from the graphs that 
the length of those periods was reduced materially when ground hay 
or the mixod rations were fed. 

The rate of chewing was practically constant for the whole and cut 
hays and showed only a slight reduction on the ground alfalfa. How¬ 
ever, the rate on the mixed rations appeared to be slower than who-. 
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roughage alone was fed, and this was further reduced by the entire 
removal of the roughage from the ration. 

DISCUSSION 

The object of the mastication of feed is apparently twofold—the 
comminution of the feed particles and the incorporation of the saliva 
in the feed. These two processes occur simultaneously and which of 
them is predominant depends upon several factors. One of the more 
important of these factors is the physical condition of the feed. In 
every case except that of Steer A the data show a reduction in the 
number of chews per pound of feed required for the mastication of 
alfalfa as the particles became smaller. An average of approximately 
twice as many chews were made on the whole alfalfa as on the ground 
alfalfa. This would naturally be expected sinco comminution of the 
feed must necessarily have been more important in proparing the 
whole hay for deglutition than the ground hay. It was actually ob¬ 
served when whole liay was fed that prehension was much slower and 
the chewing more vigorous and deliberate than when the processed 
hays were eaten. An average of approximately four times as many 
chews were made in masticating a pound of whole alfalfa as were 
necessary for a pound of whole shelled corn and protein supplement, 
while the number of chews required for ground corn was approximately 
25 percent greater than for shelled corn. 

All of the observed results may be explained on the basis of the 
primary object of the mastication of the various rations. When the 
comminution process was the primary object, as in the rase of the 
whole hay, the maximum number of chews per unit of feed resulted. 
The insalivation process, taking place simultaneously, was not a 
limiting factor in the time or number of chews required. As the hay 
was processed to reduce the size of particles, the comminution process 
required less time and energy, and therefore the time and the number 
of chews were reduced. This was true within certain limits. When 
the hay was finely ground the insalivation process had attained pre¬ 
dominance, and the time and energy required were apparently de¬ 
pendent upon this factor. 

When shelled corn was fed, prehension was extremely rapid and the 
corn was swallowed as soon as it was sufficiently covered with saliva 
to allow easy deglutition. Apparently the reduction in the size of 
particles was not a factor of major importance in the mastication of 
this material. This was also true in the case of ground corn, and it 
appears as though the increased number of chews can only be ex¬ 
plained on the basis of the difficulty of insalivation. Shelled coni 
kernels, protected by their outer coating high in fiber, are not capable 
of absorbing as much saliva as the soft, starchy endosperm which is 
exposed by the ground corn. Therefore, it is apparent that it will be 
more difficult to prepare the ground corn for deglutition, and this 
explains the increased number of chews and length of time required. 

The age of the animal would seem to affect mastication. The 
younger animals took more chews per unit weight of feed than the 
older steers. 

Other factors which probably affect the mastication process are 
metabolic rate, general physical condition, and appetite. It is always 
difficult to measure such factors and evaluate their effects, but some 
^*mcation of their collective effect exists in the data presented. When 
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the animals were on the higher plane of nutrition of the mixed rations 
they were in better general physical condition, gained in body weight, 
and had much keener appetitics than when the ration consisted of 
alfalfa hay alone. The animals spent less time and made fewer chews 
in the mastication of the mixed ration in spite of the fact that they 
actually consumed more total feed. Just how much of this effect 
can be attributed to the factors mentioned is difficult to say, but it 
seems plausible at least to assume that they played some part in the 
change. 

The most important factor in the amount of rumination observed 
in the steers was the quantity of roughage in the ration. When 
rations composed of corn, protein, and hay were fed the number of 
chews during rumination was approximately 60 percent fewer than 
when alfalfa was fed alone. This decrease occurred in spite of the 
fact that the mixed rations contained more pounds of feed than were 
fed as alfalfa alone. The removal of all roughage from the ration 
reduced the amount of rumination to a minimum, which was approxi¬ 
mately 45 to 50 percent of that occurring on the mixed ration and 
approximately 15 percent- of that on the rations of whole or cut hay. 
When the ration contained no roughage rumination was slow and 
listless and had the appearance of being done from an inherent im¬ 
pulse rather than from any desire or necessity. Xo ill effects were 
noted on the general health or appetite of the animals when the ration 
consisted of corn and protein supplement for a period of 2 weeks. 

Cutting hay had no effect on the amount of rumination. Since the 
comminution of the feed particles is usually considered a major object 
of rumination, it would appear that the differences in the particle size 
had been minimized by the differences in the amounts of mastication 
already noted on the different hays. Another possibility is the reduc¬ 
tion of the particles in the rumen due to such processes as maceration 
caused by the motility of the rumen walls, bacterial fermentation, or 
chemical reactions, which undoubtedly occur continuously. The 
feeding of ground hay resulted in a 40-percent reduction in rumina¬ 
tion. It appeared from observation that reinsalivation was the pre¬ 
dominant factor since the chewing was not vigorous and several boluses 
were regurgitated before deglutition occurred. 

Grinding shelled corn had no apparent effect on the amount of 
rumination. 

SUMMARY AND CONCLUSIONS 

From the results obtained, it would appear that cutting hay for 
steers might conserve some metabolizable energy because of a reduc¬ 
tion in the energy required for mastication, but no economy was 
effected because of a reduction in rumination. 

Ground hay required less work for both mastication and rumination. 

Xo economy of metabolizable energy was apparent from a decrease 
in rumination when shelled corn was ground, and grinding actually 
increased the work required for mastication. 

An important factor in the amount of mastication and rumination 
required on the rations studied was the proportion of grain and 
roughage in the ration. 

Mastication required from 1.4 to 11.0 percent and rumination 
required from 4.5 to 3G.4 percent of the daily time, depending on the 
ration. 




RELATION OF WATER-SOAKED TISSUES TO INFECTION 
BY BACTERIUM ANGULATUM AND BACT. TABACUM 
AND OTHER ORGANISMS 1 

By James Johnson 

Professor of horticulture , University of Wisconsin , and agent , Division of Tobacco 
and Plant Nutrition f Bureau of Plant Industry , United States Department of 
Agriculture 

INTRODUCTION 

The epidemiology of certain leaf spot diseases of tobacco and other 
plants is still the subject of much speculation, even though distinct 
advances in the knowledge of the subject have been made in recent 
years. Blackfire or angular leaf spot of tobacco, caused by Bacterium 
angulatum Fromme and Murray, is, for example, a widespread and 
often a serious disease of this crop. Nevertheless, artificial inoculation 
with this pathogen under ordinarily favorable conditions of environ¬ 
ment for infection with many parasites either fails to produce any 
symptoms, or, at most, produces only small incipient lesions not 
comparable to the severe necrosis which often develops under field 
conditions. This situation remained obscure until recently, when 
it was shown by Clayton (8) 2 that the highly necrotic or “epidemic” 
form of wildfire (Bad. tabacum Wolf and Foster) and blackfire is 
dependent upon the tissues becoming water-soaked by rain followed by 
the infection of these areas by the pathogen. The water-soaking 
explanation of infection, as contrasted with the older conception of 
leaf wounding by rain as a predisposing factor, marked a distinct step 
in the understanding of certain diseases of tobacco, particularly the 
blackfire disease. The experimental method in the present investiga¬ 
tion differs from that used by Clayton in that wuiter soaking was 
induced by internal rather than external water pressure. 

The demonstration of the relation of water-soaked tissues to 
infection by organisms and development of disease now r presents new 
problems on the nature of parasitism and of predisposition and 
susceptibility of plants to disease. In a practical sense, it also raises 
questions as to the reliance that can be placed on certain types of 
control measures such as sanitation and eradication. It will be shown 
in this paper, for example, that water soaking permits infection of 
normally immune plant species with various bacterial pathogens, 
and to some degree writh bacteria which are not normally pathogenic. 
The determination of the host range of an organism, and even the 
definition of parasitism, may become difficult under such circumstances. 

METHODS AND MATERIALS 

The chief modification of method used in the present studies beyond 
those commonly employed or previously described consisted essentially 
of w ater soaking the plant tissues by means of the application of a high 
water pressure to the root system or the cut stem end of plants. The 
principle involved was perhaps first used by De Bary, and has been 

1 Received for publication May 24, 1937; issued November 1937. Cooperative investigations of the Wis¬ 
consin Agricultural, Experiment Station and the Pivision of Tobacco and Plant Nutrition, Bureau of 
Plant Industry, U. S. Department of Agriculture. 

2 Reference is made by number ('italic) to Literature Cited, p 618 


Journal of Agricultural Research, Voi .V*. no 8 

Washington, I). C. Oct. if», 1937 

Key no. Wis -89 


(599) 



600 


Journal of Agricultural Research 


Vol. 55, no. 8 


frequently employed since in physiological investigations. The 
apparatus as used in this laboratory was briefly described in 1924 in 
connection with plant virus studies (6*). This equipment consisted 
essentially of a brass container connection to the pipe line of an 
ordinary water supplv under pressure, together with the necessary 
valves and drain. Tnis container is fitted with a neck to hold a 
no. 4 rubber stopper, which is securely held in place by means of a 
packing box similar to that used around valve stems. Rubber stoppers 
with holes of different sizes were made to hold plant stems of different 
sizes. These stoppers may be split down one side, so as to slip readily 
around the stem of the plants. A split brass washer on the top of 
the stopper permits the packing-box nut to be screwed down sufficiently 
by hand without displacement of the stopper. The contact around 
the plant stem may be quickly and almost perfectly made in this 
manner and will stand 100 pounds of water pressure without leaks 
(fig. 1). 

The soil was washed off the roots before the root system was placed 
under pressure. If desired, the root system need not be used, the cut 
end of the stems only being placed under pressure. Water soaking in 
some plants starts very quickly, and may (‘over 50 to 100 percent of the 
leaf area in 15 minutes. With other species or with individual plants 
30 to 00 minutes of exposure may be required to secure a limited 
amount of water soaking. After the plants were water-soaked to the 
desired degree, they were atomized with a water suspension of the 
organism to be tested, then removed from the apparatus and the roots 
or stem ends placed in a flask of water. The plants were then placed in 
a chamber with a moisture-saturated atmosphere, where the water- 
soaked conditions could often be maintained for several days if desired. 
Evident symptoms usually developed after 18 to 48 hours in the moist 
chamber, but in cases of uncertain infection or none the plants wen* 
left in the moist chamber for as long as 4 days. 

Tomatoes (Lycopersicum esculent um Mill.) were frequently used as 
the test plant for parasitism because of the ease with which they were 
handled and water-soaked, but tobacco was used regularly, particu¬ 
larly in connection with the symptom studies on the blackfire and wild¬ 
fire organisms. Aside from species of Solanaceae, the other plants used 
w r ere usually chosen at random from species available at the time in the 
greenhouse or garden. 

The organisms used in the experiments were secured from authori¬ 
tative sources, largely from workers actively engaged in studies of the 
organism in the Departments of Plant Pathology or Agricultural Bac¬ 
teriology at the University of Wisconsin. 3 

EXPERIMENTAL RESULTS 

The infection experiments have been conducted for the most part 
without any special consideration to tobacco (Nicotiana tabacum L.) as 
the typical host to Bacterium angulatum. It may be recalled that 
Bad. tabacum , the causal organism of wildfire, was reported as possess¬ 
ing a wide host range (8) but that according to Clayton (2) only species 
of Nicotiana should be regarded as true hosts. Since the close relation¬ 
ship of Bad . tabacum and Bad. angulatum has come to h\ accepted 

a Thanks are clue to several associates for furnishing these cultures, and especially to A. Braun, who 
maintained suitable cultures of Bacterium angulatum and Bad. tabacum fur these studies. 
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FitiURB 1.—The equipment used for water soaking plant tissues by means of a high water pressure on the 
root system or out stems of plants. The packing-box nut holding the split rubber stopper is shown at 
the base of the stem. 
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(1 , 9) f and the relation of water soaking to infection has been estab¬ 
lished, the host range of one or both of these organisms will no doubt 
need reconsideration. If we should limit the true hosts to those only 
on which infection may be secured artificially by ordinary spraying 
inoculation, together with those which are found to be infected under 
natural conditions, we should even then possibly need to consider the 
true hosts of Bad. angulatum and Bad. tabacum as extending beyond 
the genus Nicotiana . Manifestly, the influence of both the internal 
and external water relations of the host may be considered in host- 
range determinations. 

INFECTION WITH BACTERIUM ANGULATUM WITHOUT WATER SOAKING 

Some of the conditions aside from external environment which favor 
infection of tobacco with Bacterium angulatum have been frequently 
suggested, among these being the nutritional balance and height of 
topping of the crop (4), but these factors according to Clayton are 
not clearly separable from the modified susceptibility of the plants to 
water soaking (5). 

The writer's experiments, first carried on with Nicotiana tabacum 
(var. Wisconsin Havana Seed) under greenhouse conditions and with¬ 
out water-soaked tissues, were often made unreliable because of the 
failure to secure infection in sufficient degree to form a satisfactory 
basis for interpretation of results. N. tabacuin is relatively very resist¬ 
ant to Bacterium angulatum as compared with A T . glutinosa L. (fig. 2). 
For example, a group of 46 inoculations to tobacco under a wide range 
of temperature (10° to 40° C.) and relative humidity (50 to 100 per¬ 
cent) conditions yielded only 6 plants definitely infected, whereas out 
of 54 N. glutinosa, plants under the same conditions, 51 were definitely 
infected. It is significant that distinct infections on A T . glutinosa were 
secured at both the temperature and humidity extremes, and that the 
atmospheric environment following spray inoculation on the whole 
appeared to play but a minor role in the amount of infection which 
developed, rretreatment of N. tabacum for 12 hours or more in a 
humid atmosphere before inoculation was somewhat more reliable and 
effective in favoring infection than w as the treatment after inoculation. 

Kepeated spray inoculations in the greenhouse to both Nicotiana 
tabacum and N. glutinosa : on 27 soils (including soil from all tobacco¬ 
growing sections of the United States) differing widely iri physical 
structure and chemical fertility yielded no results which could be defi¬ 
nitely correlated with soil type, soil fertility, or rate and vigor of growth 
of the host. In 10 trials performed at different times, how T ever, it w as 
fairly evident that certain 2 or 3 individual soils regularly yielded 
plants considerably more susceptible to infection than did other soils, 
the reason for which could not be determined. Still other modifica¬ 
tions, such as inoculation by wiping Bacterium angulatum over the 
leaf surface with cheesecloth so as to break the trichomes, failed to 
yield good infection. The result of all experiments of this type in the 
absence of water soaking was the failure to secure at will the large 
angular or blotchy necrotic symptoms characteristic of heavy field 
infection on ordinary tobacco. How ever, good infection of the small 
necrotic or incipient type may be fairly easily secured on nearly all 
species of Nicotiana (N. rejmnda is most resistant or immune) and on 
species of several other genera with Bad . angulatum in the absence of 
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water soaking. The following species in particular often yielded fair 
infection: Tomato ( Lycopersicum esculentum Mill.), potato ( Solanum 
tuberosum L.), pepper ( Capsicum annuum L.) (fig. 3), jimsonweed 
{Datura stramonium L.), apple-of-Peru (Nicarulra physaloides (L.), 
Pers.), cucumber {Cucumis sativus L.), and pokeweed {Phytolacca 
decandra L.). Other solunaceous species such as black nightshade 
(S. nigrum L.), eggplant (S. melongena Ij.), and pliysalis {Physalis 
pubescent L.) failed to yield even minute amounts of infection under 
the above experimental conditions. It is of some interest to note 



^4 


Piucke 2. -'Lesions of Bacterium anyuluturn on leaves (^1), stems (B) and pods (C) of Nicotiana glutiuom , 
resulting from spraying inoculation without water soaking. This species is more susceptible than AT. 
tabacum, and was frequently used in the trials with ordinary inoculation methods. 

that the sterile hybrid of N. tabacum (resistant) XA r . glutinosa (sus¬ 
ceptible) is distinctly intermediate in reaction to Rad. angulatum . 

INFECTION WITH BACTERIUM TABACUM WITHOUT WATER SOAKING 

The accumulated experience and observation over a period of years 
indicates that Bacterium tabacum is a more virulent parasite than is 
Bad . angulatum , though admittedly comparative morphological, 
physiological, and serological studies of the two organisms indicate 
their close relationship (/). The toxin-producing ability of Bad. 
tabacum is, of course, a major difference, and Clayton (5) has come to 
the conclusion from his water-soaking experiments that this is the 
chief difference between the two organisms as far as infection and 
pathogenicity are concerned. 

Observations in the seedbed and in the field have led the writer to 
conclude that water soaking is by no means as essential for infection 
and severe expression of disease with Bacterium tabacum as with Bad . 
angulatum. Inoculation of tobacco in the greenhouse by mild spray- 
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ing lias also regularly shown greater virulence in Bad. tabacupi as 
measured by the number of infections which develop and the size of 
the necrotic area. In seeking further experimental proof of this differ¬ 
ence, tobacco leaves were inoculated by gently wiping bacterial sus¬ 
pensions from cultures over the leaf surface with cheesecloth, thus 
breaking the leaf hairs and perhaps occasionally the cuticle. When 
inoculations are made in this manner Bad. tabacum yields heavy in¬ 
fection both as regards number of infections and subsequent necrosis, 
whereas Bad. angulatvm yields little or none. Since it might be 
argued that the wildfire toxin from the culture, and not the bacteria, 
is responsible for the resultant symptoms, the bacteria were centri¬ 
fuged out of the suspension in three changes of water, thereby re¬ 
moving the toxin. Wiping inoculation with the bacteria alone, 
evidently free from perceptible amounts of toxin, yielded almost 
equally numerous though slower infections (fig. 4, .1). On the other 
hand, when the bacteria were removed by heat (the toxin according to 
Clayton (2) being thermostable) and the same method of inoculation 
employed, there were no symptoms of disease. 

These results seem to indicate that, given a favorable external 
environment of reasonable duration, especially as regards moisture, 
Bacterium tabacum is quite able to enter the cells through wminds, or 
to enter the stomata and produce lesions of considerable size; wdiereas 
Bad. angvlatwm may fail completely to infect under like conditions. 
Furthermore, this greater virulence does not seem necessarily to be 
connected with the toxin-producing property of Bad. tabacum. It is 
by no means contended, however, that water soaking does not greatly 
facilitate infection and the rate of progress of Bad . tabacum in the 
tissues, resulting in extensive necrotic areas, though it seems clear 
from later experiments that the toxin itself is not of any particular 
advantage in causing such necroses of the tissues. 

WATER SOAKING WITH ARTIFICIAL INTERNAL WATER PRESSURE 

The physiology of w r nter soaking of the intercellular spaces of plant 
tissues by water pressure is not sufficiently understood as vet to 
warrant extensive discussion. Some species water-soak much more 
readily than others, e. g., tomatoes much more readily than tobacco. 
Great differences in individual plants of one variety grown under like 
conditions may exist, and this difference seems to bear comparatively 
little relation to the vigor of the plant. A very stunted yellow and red 
slow-growing tomato, for example, may water-soak quite as easily 
as a larger, vigorous, rapidly growing plant. 

Tomatoes are the most convenient and most susceptible plants with 
which the writer has worked in infection trials on internally water- 
soaked tissues. For that reason they have invariably been used as 
control plants w r hen other species were inoculated to verify both the 
pathogenicity of the culture used and the favorableness of the subse¬ 
quent environment under which the plants were placed. Control 
tomato plants not water-soaked but inoculated were also invariably 
used in each separate trial. 

The greatest interest in connection with Baderium angulatvm 
naturally centers around ordinary tobacco as the host. Compara¬ 
tively young plants with 8 to 10 leaves but with somewhat elongated 
intemodes (which may be induced by crowding of plants on the bench) 
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Figure 3 - Lesions of Bacterium angulatum on pepper secured by ordinary inoculation methods Many 
other slightly susceptible hosts outside the Nicotianas have been demonstrated by the same method 



Figure 4 Inoculation of tobacco by the leaf-wiping method, using Bacterium iabacum centrifuged free 
from toxin {A) and Bad angulatum (B) The infective power of the former in the absence of water 
soaking is illustrated by the chlorotic areas resulting from numerous young infections. Spots on B are 
due to mechanical injury from wiping. 
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are most convenient for the equipment used. Twenty to forty 
minutes of water pressure w r as often required to water-soak 50 percent 
or more of the leaf area. The upper leaves usually water-soak more 
quickly than the older basal leaves, and the intercellular spaces nearest 
the midrib commonly fill first. However, the soaking is by no means 
uniform i!n the tobacco leaves, and the result is usually a wide variety 
of angles and patterns of varying sizes scattered over the leaf surface, 
which when allowed to proceed to certain degrees often beam a marked 
resemblance to the shape and distribution of angular leaf spot disease 
as it often occurs under field conditions (fig. 5). 

If such water-soaked plants are taken out of the apparatus without 
inoculation and the roots or cut end of the stems placed in water at. 
atmospheric pressure, transpiration at the lower humidities will 
rapidly remove the excess water in the leaves, but in a saturated 
atmosphere the water-soaked condition may remain up to 48 hours or 
more. The uninoculated recovered plants, even though kept under 
water pressure for 12 hours, show T no sign of any physical internal or 
external injury to the tissues. The freedom from injury may be 
convincingly demonstrated by spraying water-soaked leaves of an F, 
hybrid (. Nwotiana tabacurn X N. glutinosa ) with the virus of ordinary 
tobacco mosaic. If lesions of microscopic size are present, this host 
will develop marked necrotic lesions of virus infection. This absence 
of injury to the leaf surface by the internal water-pressure method has 
some advantages over the externally applied sprays from the point 
of view of illustrating the basic facts of infection. 

The plants were sprayed once or twice with a DeVilbiss atomizer 
while under pressure, then set into milk bottles or Erlenmeyer flasks 
in water sufficient to cover the root system or stem end and placed in 
a saturated humidity chamber at about 25° 0. Exposure in this 
chamber for as short a duration as 3 hours was sufficient to yield 
subsequent infection with some organisms on the tomato, but ordi¬ 
narily the plants were left in the chamber until they showed signs of 
infection, which incubation usually required from 24 to 72 hours. 

INFECTION "WITH BACTERIUM ANGULATUM IN WATER-SOAKED TISSUES 

When tobacco leaves water-soaked by internal pressure are inocu¬ 
lated with Bacterium angulatum over the entire surface, the necrotic 
lesions resulting often correspond closely to the water-soaked areas, 
and are usually of the irregular and angular type, resembling natural 
field infection as it often occurs (fig. 6). The blackfire lesions on 
leaves that are w'ater-soaked by spraying the leaf surface (externally 
applied w ater pressure) more rarely show the sharply angular lesions, 
indicating the delimiting effect of the leaf veins on the lesion. No 
significance can as yet, however, be attached to this observation. 
Infections secured by the internal water-pressure method demonstrate 
in a convincing manner that the organisms enter through the stomata, 
in the absence of such cuticular w r ounding as may result from external 
sprays or storms. Clayton (S) suggests that the bacteria are shot 
directly into the stomata by the force of sprays or rain, and this is 
borne out in part by the fact that the careful dropping of water sus¬ 
pensions of the organism on the water-soaked area of the leaf is not as 
likely to yield infection as is light spraying. 
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Figure 5.—A tobacco loaf from a plant water-soakod by the water-pressure method. The angular and 
speokled character of the lighter colored water-soaked areas is shown. 
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Fiovre 6.—A leaf of tobaeeo sprayed with Bacterium anguiatum following water soaking b> the water 
pressure method. The necrotic spots correspond roughly to the water-soaked areas and resemble the 
* ‘epidemic” type of blackflre. 
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Relation oj Water-Soaked Tissues to Injection 

Bader!tun angulatum , finding the water-filled stomatal chambers 
and intercellular spaces suitable for growth, multiplies rapidly and 
soon causes the cells to collapse, thus forming large necrotic areas 
(fig. 7). This action of the bacteria results in the epidemic or field 



Fjm ui'. 7 - -Heavy w titer soaking of tobacco followed by spritj ing w ith Bacttmnn avquluftim and continued 
duration of high humidity results in almost complete icdlapse of the leine^ 


type of symptom as contrasted with the small or incipient type of 
lesion secured from inoculations without prior water soaking. The 
incipient lesions may, however, also arise from the pathogen’s gaining 
a foothold in a water-soaked area of very small size. However, as 
Clayton (S) points out, for such lesions to develop, the water soaking 





Vol. 65, no. 8 


610 Journal of Agricultural Research 


must be of sufficient duration to permit the organism to gain a foot¬ 
hold. The writer has found considerable variation in the time required 
for infection to occur in different host species as well as in individual 
plants of the same variety. 

The greatly increased susceptibility of tobacco to Bacterium angu- 
latum by the water-soaking method led the writer to try this organism 
on other hosts similarly treated. The results were most striking and 
unusual in many respects. The tomato plant, for example, proved 
much more susceptible than tobacco to tho blackfire organism, and 
the leaves often collapsed completely in 24 to 48 hours, along with parts 
of the leaf petioles and younger portions of the stem (figs. 8, 9). Other 



Figure 8 .--Bacterium angulatum on two water-soaked tomatoes (.1, B), control plant (O water-soaked but 

not inoculated. 


solanaceous plants tried, such as potato, eggplant, and datura, were 
not so markedly susceptible. On the other hand, when still other 
plants selected at random were used, it became clear that infection 
with Bad. angulatum by this method was not limited to genera or 
families but spread into a wide variety of unrelated families (figs. 
10 , n )- 

The following species in particular were strikingly infected, some 
almost as severely as the tomato: Rose ( Rosa sp.), pomsettia ( Euphor¬ 
bia pulcherrima Willd.), locust ( Robinia pseudo-acacia L.), golden flax 
(Linum flavum), honeysuckle ( Lonicera morrowi Gray), apple ( Malus 
sylvestris Mill.), garden pea {Pimm sativum L.), marigold {Tagetes 
patula L.), geranium ( Geranium sp.), hemp {Cannabis sativa L.), 
bean {Phaseolus vulgaris L.), ragweed {Amaranthus retrojlexus L.), 
English ivy {Hedera sp.), alfalfa {Medicago sativa L.), clover {Tri¬ 
folium pratense L.). Species on which infection was not secured with 
Bacterium angulatum included barley {Hordeum vulgare L.), corn 
{Zea mays L.), cabbage {Brassica oleracea L.), stock {Matthiola 
incana R. Br.), buckwheat {Fagopyrum esculentum Moench), snap¬ 
dragon {Antirrhinum mains L.), cactus {Zygocadus truncatus) } lemon 
{Citrus sp.). Over one-half of the species selected at random from 
the garden and greenhouse were readily infected with Bad . angulatum 
when inoculations were made to water-soaked tissue. Inoculations 








Figure 9.—Typical lesions of Bacterium angulatum on older water-soaked tomato leaf, w hich has not wholly 

collapsed. 
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Figure 10 .—Hnctcrium angutatum on water-soaked leaves of apple \ ureat variety of plants are 
equally susceptible aftet water .soak in £ 



Figure 11.— Bacterium angulatum on leaves of honeysuckle (Lonictra morrowi) (B, C); control leaf (A) 

water-soaked but not inoculated. 
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on leaves of these species when not water-soaked yielded no symptoms 
in this series of trials. 

INFECTION WITH BACTERIUM TABACUM IN WATER-SOAKED TISSUES 

As is well known, the artificial inoculation of tobacco with Bacterium 
tabacum on tissues that are not water-soaked yields results which are 
distinct from those secured with Bad. angulatum . Under practically 
all expressions of the two diseases resulting from natural field infec¬ 
tion, it is also possible to recognize wildfire because at least some halos 
are invariably present, and the angular and frequently black lesions 
of blackfire are characteristic. However, symptoms on tobacco from 
the two organisms on tissues artificially water-soaked by the internal 
pressure method are much less distinct and it becomes more difficult 
and sometimes impossible to separate them on the basis of symptoms. 

When tomatoes water-soaked by the internal-pressure method are 
inoculated with Bacterium tabacum, the symptoms are identical with 
those secured with Bad. angulatum. The leaf tissue collapses, turns 
black, and no typical halos are produced, although should the leaf 
tissue fail to collapse, some general yellowing of the water-soaked 
area may be visible. Presumably the cells are killed before the toxin 
has sufficient time to form and act on the surrounding tissue, and the 
host or conditions are not sufficiently favorable to support the con¬ 
tinued development of the organism and its toxin at the margins of 
the infected area. The advantage, if any, that the toxin furnishes to 
the parasitism of Bad. tabacum appears to be entirely absent in 
water-soaked tissues. The only difference that the WTiter has noted 
between the two organisms on tomato is the greater virulence of 
Bad. tabacum as indicated by the shorter duration of the water soaking 
required for the necrotic action to take place. Attenuated (1) strains 
of wildfire showing no toxin production are quite as virulent as are the 
normal strains. 

Inoculations with Bacterium tabacum were made on water-soaked 
leaves of the same species used in the Bad. angulatum infection trials 
described above. Results almost identical in symptom expression 
with those found in the Bad. angulatum tests were secured in all 
instances, suggesting again the great similarity and close relationship 
of these two organisms. 

INFECTION WITH OTHER ORGANISMS IN WATER-SOAKED TISSUES 

The results with the blackfire and wildfire bacteria on water-soaked 
tissues can hardly be subject to sound interpretation without giving 
some consideration to the behavior of other plant parasites, or even 
saprophytes, under similar circumstances. The field of investigation 
at once becomes too extensive to be adequately surveyed in a pre¬ 
liminary paper, but a limited number of trials lias shown that Bac¬ 
terium angulatum and Bad. tabacum are not entirely unique in the 
a bove-described respects. 

The results with some of the other organisms used have not been so 
uniformly consistent as those with Bacterium tabacum and Bad. 
angulatum , perhaps for the reason that the tomato is not a favorable 
host plant. Some probability of contamination of inoculated test 
plants by other organisms, where the same incubation chamber is 
used simultaneously for different organisms, has also been encoun- 
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Figure 12—A water-soaked tomato leaf inoculated with Bacterium phaaeoli. The symptoms closely 
resemble those secured with Bad angulatum and Bad. tabacum, but the progress of necrosis is much 
slower. 
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tered. Water-soaked uninoculated controls under these conditions 
have, however, invariably been free from symptoms. Fifteen other 
bacteria and two fungi have been tested, mostly in a limited way, 
especially on water-soaked tomatoes. Eight out of nine trials with 
Bad . phaseoli Smith on tomatoes gave definite and distinctive symp¬ 
toms. The symptoms were somewhat less severe and slower m 
developing, but were much like those secured with Bad . angulatum 
or Bad. tabacum (fig. 12). Infection was also secured with Bad . 
phaseoli on potato, hemp, alfalfa, and marigold, but not on tobacco. 
Bacillus carotovorus Jones collapsed water-soaked tomatoes rapidly 
with symptoms readily distinguishable from those previously noted. 
Bad . tumejaciens Smith and Townsend, Bad . pundulans Bryan, and 
Aplanobacter insuliosum, McC. yielded only small areas of blackened 



he 13 Mucrosportum solum on water-soaked tomato leaf (.1) ami on leaf v ithout untei soaking Hi) 


lesions of some uncertain character; Bad. stewaiii Smith failed to give 
any signs of infection on tomato in three trials. 

Infection experiments with fungus parasites on water-soaked 
tissues have been very limited thus far. Infection with Macrosporiuin 
solani Ell. and Mart, and Scptoria hjeopersici Speg. on tomato was 
favored by water soaking before inoculation (tig. 13). The latter 
fungus also evidently attacked potato readily under these conditions. 
Less conclusive but more surprising were the results sometimes secured 
with common bacterial organisms not belonging in the category of 
plant parasites. Bacillus coli 4 (Escherich) Migula, Pseudomonas 
fluorescens (Fliigge) Migula, B. radiobadar Berij. and Van I)eld., 
B. ruber balticus L. and N., B. aerogenes Kruse, and Proteus vulgaris 
Hauser produced mild necrotic areas on water-soaked tomatoes 

4 n. coli has previously been reported as attacking plant tissue. See references in Elliott, Charlotte. 
Manual of Bacterial plant parasites. Williams and Wilkins Co., 1930 
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(lig. 14). Other organisms, including B. prodigiosus (Ehren.) Fliigge, 
B. subtilis (Ehren.) Cohn, and Staphylococcus aureus Rosenbach, 
failed to produce any symptoms on tomato under similar conditions. 
In the above group of saprophytes particularly the writer is not pre¬ 
pared to state that true infection was definitely secured, and it should 



Figure 14.—Slow and poorly developed nocrosis on water-soaked tomato leaves resulting fiom inoculation 
with Bacillus ruber bolticus (.4) and li acrogcncs (B). 


be noted here that in no single case in these preliminary trials have 
Koch’s postulates been carried to completion. 

DISCUSSION OF RESULTS 

It is apparent from the results presented that the infection secured 
with Bacterium angulaiurn on water-soaked tissues of normally im¬ 
mune species cannot be regarded as a form of saprophytism. The 
species evidently must be susceptible to attack by certain organisms, 
since many other species and organisms fail to respond in a similar 
manner to w ater soaking. 
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Since large numbers of organisms have been uniformly applied over 
the water-soaked areas, we know as yet comparatively little about 
the rate and distance of the development of the organism through the 
tissues. It is most likely that the progress from any one point of 
infection is comparatively localized, and it is obvious that the progress 
of the organism is limited by the area and the duration of the water 
soaking. The evidence taken altogether therefore goes to show that 
Bacterium angulatum is a comparatively weak parasite, and, as 
pointed out earlier by the writer (5), the significance of water soaking 
to infection is likely to be greatest with the less virulent parasites or 
the relatively more resistant hosts. It is perhaps of little consequence 
where the boundaries of the parasitism of organisms or the lines of 
immunity of the hosts are theoretically drawn. This subject resolves 
itself eventually into a matter of definition. It is significant, how¬ 
ever, that these preliminary experiments suggest that a wide variety 
of normally immune host species may under some circumstances be 
temporary hosts in nature to Bad . angulatum, Bad. tabacum, and 
other organisms, thereby harboring them in such a manner that even 
the most thorough measures of sanitation and eradication of other 
known sources of infection may not suffice. Although there is reason 
to believe that the bacteria in question may persist in such host tissue 
in a dormant condition for a considerable time (7), the proof of this 
relation remains to be established. It is also possible that many of 
our so-called nonparasitic leaf spots in nature may be caused by 
organisms capable of infecting only water-soaked tissue. Isolates from 
such diseased tissue would naturally fail to give infection upon 
reinoculation by ordinary methods, and thus lead to erroneous con¬ 
clusions, as suggested by Clayton (3) for the so-called nonparasitic 
blackfire described by Valleau (10). 

It is believed that the experimental method of internal water soaking, 
as described, along with the external method of water soaking as 
used by Clayton {3), may have a wide application in furthering the 
present understanding of infection and progress of disease in plants. 
It is not unlikely that in nature a combination of both external and 
internal water pressure plays a role in predisposition to disease. It 
follows that more careful observations of water soaking as it occurs in 
nature, both as a result of beating rain (3) and root pressure (5), 
should be more generally made in relation to the epidemiology of 
plant diseases. 

SUMMARY 

The intercellular spaces of tobacco and other plant species were 
water-soaked by applying water pressure to the root system or cut 
stems, after which they were inoculated with Bacterium angulatum 
and other organisms. 

Tobacco is normalfy very resistant to infection with Bacterium 
angulatum, but when tissues are water soaked, either by external or 
internal application of w r ater pressure, and this condition is of suffi¬ 
cient duration, the tissues become very susceptible to the organism. 
No other set of environmental conditions for infection brought about 
the severe or “epidemic” type of this disease. 

It is showm that this situation is not peculiar to tobacco or to 
Bacterium angulatum and Bad. tabacum . A wide variety of plant 
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species becomes equally susceptible to attack by these same or¬ 
ganisms when the tissues are water-soaked. Excellent necrosis was 
secured on such plants as tomato, alfalfa, bean, pea, hemp, rose, 
apple, locust, flax, marigold, and poinsettia. These plants are nor¬ 
mally immune to infection with these organisms. Other plant 
species tried were immune in the water-soaked condition. 

Other plant parasites, such as Bacterium phaseoli , not normally 
capable of affecting tomato, for example, are capable of causing 
necrosis when inoculated into water-soaked tissues of this plant. 
A small amount of necrotic action was also secured on water-soaked 
tomatoes sprayed with such saprophytic species as Bacillus coli. 

So far as can be determined, water soaking by the internal water- 
pressure method does not wound or injure the tissues, showing 
rather conclusively that the bacteria enter through the stomata, and 
that cuticular or epidermal wounding caused by rainstorms is not a 
fundamentally necessary condition for heavy field infection w T ith 
Bacterium angulatum and Bad . tabacum as was previously supposed. 

Modifications in the present conception of parasitism and immunity 
as regards definition of the terms are suggested by the results secured 
with water-soaked tissues. It is also likely that the results may have 
some practical bearing upon our present understanding of the sources 
of overwintering of certain plant parasites, and hence may modify 
the present theories of applying sanitary and eradication measures 
of disease control. 
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EFFECT OF SPECIES OF HOST PLANT ON NITROGEN 
FIXATION IN MELILOTUS 1 

By P. W. Wilson, assistant professor of agricultural bacteriology , J. C. Burton, 

research assistant , and V. S. Bond, research assistant , Wisconsin Agricultural 

Experiment Station 

INTRODUCTION 

Early investigators of symbiotic nitrogen fixation believed that if the 
organisms invaded the plant and formed nodules there would be ade¬ 
quate fixation of elemental nitrogen, but later work showed this concept 
to be partly in error. Experiments in the controlled environment of 
the greenhouse and in the field yielded conclusive evidence that differ¬ 
ent strains of the bacteria benefit the host plant in varying degrees. 
By “strain” is meant any pure culture of the root nodule bacteria. 
In the course of many investigations there was observed a certain 
relation of bacteria and plant which is called host plant specificity. 
For example, an organism from vetch may be more beneficial to this 
plant than an organism from pea, although both strains will form 
nodules on the vetch. Here two genera are concerned, but in certain 
genera, notably in Soja, species and even varietal differences of response 
to invasion by a given strain of the proper species of bacteria have been 
reported. As the older work on strain variation and host plant speci¬ 
ficity has been discussed by Fred et al. (4), 2 and by Allen and Baldwin 
(/), only a few of the more recent investigations will be reviewed. 

Bjiilfve (2) found differential varietal response among the vetches 
as to number and position of the nodules and quantity of nitrogen 
fixed. Yirtanen (S) states that the most suitable strain of organism 
for one variety of peas is likewise the best for other varieties. He used 
only two strains of the pea organism; hence his observation may be 
true only for these two strains. 

Examination of the literature reveals that most of the knowledge 
concerned with host-plant specificity has resulted from incidental 
observations in experiments made primarily to study strain variation 
among the bacteria. Few experiments are recorded in which the 
object has been to investigate specifically the possible role of the host 
in conditioning this variation in the organism. Because of the obvious 
importance and need of such studies, experiments have been conducted 
at this station for the past II years concerned with the specific problem 
of the influence of the host plant in the symbiosis. In this report are 
given the results of nitrogen-fixation tests on different species of 
A fell lotus when inoculated with pure-eulture strains of Rhizobium 
meliloti. 

EXPERIMENTAL TECHNIQUE 

Ten plants of different species of sweetclover were grown in half¬ 
gallon earthenware jars containing 2 kg of nitrogen-poor pit sand into 
which was inserted a watering tube. The methods for sterilization 
of seed and sand are given in previous publications (5, 10). The plants 
were watered as needed with sterile, distilled water and once a week 

1 Received for publication May 3, 1937; issued November, 1937 Herman Frascb Foundation m Agri¬ 
cultural Chemistry, Taper no. 138. Contribution from the Departments of Agricultural Bacteriology and 
Agricultural Chemistry, University of Wisconsin. Technical assistance on this problem was supplied in 
part by workers employed in the university’s Works Progress Administration Natural Science Project. 

* Reference is made by number (italic) to Literature Cited, p 629. 
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with sterile, nitrogen-free Crone's solution (4). In order to prevent 
contamination with foreign strains of the organism, the plants were 
protected by special chambers. These were made by covering a light 
wooden framework with a transparent rubber product called “Pliofilm/' 
All jars inoculated with the same strain of bacteria were placed under 
the same chamber on low wooden trays mounted on rollers. The 
top of the chamber was hinged to facilitate the addition of water or 
nutrient solution. The efficacy of the method was demonstrated 
by the fact that uninoculated controls were thus kept free from nodules, 
although similar uncovered controls almost invariably became inocu¬ 
lated with stray organisms from the air. The trays bearing the jars 
were moved daily on the greenhouse bench so that variation arising 
from position in the greenhouse would be largely eliminated. When 
the growth of any of the plants was hindered by the light chamber, 
all were removed and the sand of each pot was covered with a thin 
layer of sterile cork. The cultures were usually 6 to 8 weeks under the 
light chambers and 2 to 3 weeks in the open air. At harvest the plants 
were washed free of sand and dry weight and total nitrogen determina¬ 
tions were made. 

The species 3 of Melilotus used in these experiments were: 

Melilotus alba (Hubam).—An annual-flowering white sweet clover (commercial 
seed). 

Melilotus alba (32-19) —A tall late-flowering biennial from a single plant. 

Melilotus suaveolens (F. P. I. 40937).—Redfield Yellow, a biennial developed at 
South Dakota. 

Melilotus officinalis (Y-32-45).—Common yellow sweetclover. Biennial grown 
at this station for 20 years. 

Melilotus officinalis (Y-33-33).—A fine-stemmed selection of yellow sweetclover 

Melilotus dentata (33-49).—Selection of nonbitter sweetclover from a single 
plant. Original seed was an annual from Peiping, China. 

Melilotus dentata (Ac 91-92).—Selection from single plant grown in Wisconsin. 
Original seed collected in vicinity of Saratov, Union of Soviet Socialist Republics. 
Biennial. 

Melilotus dentata (Ac 92-27).—Selection from single plant grown in Wisconsin. 
Original seed collected in West Siberia, Union of Soviet Socialist Republics. Biennial. 

Melilotus dentata (Ac 90- 2).—Selection from single plant grown in Wisconsin. 
Original seed from Busk, Poland. 

The strains of Rhizobium meliloti used for artificial inoculation of the 
plants were: 

No. 100—isolated in 1912 from Farmogerm alfalfa culture, a commercial inocu- 
lant. 

No. 101—isolated in 1915 from United States Department of Agriculture alfalfa 
culture. 

No. 105—isolated from nodule of alfalfa plant at Wisconsin, 1910. 

No. 107—isolated from alfalfa culture of H. K. Mulford Co. in 1919. 

No. 110—sweetclover cultures obtained from Illinois (Hansen). 

No. Ill—sweetclover culture from University of Illinois. 

No. 113- -isolated from sweetclover plant, University of Wisconsin, 1922. 

No. 115—isolated from sweetclover plant, University of Wisconsin, 1922. 

No. 128—isolated from nodule of bur-clover at Wisconsin in 1928. 

No. 129—like 128 but separable by difference in electrophoretic property. 

Since isolation the bacteria strains have been cultivated on artificial 
agar media (4), transferred monthly, and stored in an ice box. 

EXPERIMENTAL DATA 

Experiment 1 (Oct. 15, 1934, to Jan. 4, 1935) was a preliminary 
experiment in which 10 strains of the organism were used for inocula- 
tion of 3 s pecies (2 varieties of 2 of the species) of Melilotus. The 

* The authors express their appreciation to Prof. U. A. Brink, of the department of Genetics, for the seed 
used <n these experiments. 
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greenhouse was not provided with artificial illumination, and the 
plants were not protected with the light chambers. The experiment 
was started on October 15, 1934, and growth was satisfactory for the 
first 6 weeks. During the latter part of the experiment the develop¬ 
ment of the plants was very poor because of insufficient illumination. 
After 81 days harvest was made; the plants (triplicate jars) of each 
species (or variety) inoculated with the same same strain of bacteria 
were combined for analysis. The data are summarized in table 1. 

Table 1. —Growth and nitrogen fixation by different species and strains of Melilotus 
in association with various strains of Khizobium Meliloti in experiments 1 to 8 
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1 Dry weights per 10 plants; each datum based on analysis of 25 to 30 plants. 
a Dry weights per 10 plants; each datum based on Analysis of 30 plants. 

* Dry weight per 10 plants; each datum based on analysis of 10 plants. Underlined values**mean of du¬ 
plicates. Differences necessary for significance: Between means, 4.32 mg; between totals of strains, 17.3 ing 
Differences between totals of species not significant (see table 4). 
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On the basis of the results obtained in the preliminary experiment 
five strains of the organism were shosen for further study. These 
were used for inoculation of plants of four species. The test was 
carried on from April 2 to June 23, 1935 in a greenhouse especially 
designed for control of environment in nitrogen-fixation studies (10), 
and the light chambers were introduced to prevent contamination. 
Growth and fixation of nitrogen were most satisfactory, as can be 
seen from the data in table 1 (experiment 2). 

Experiment 3 (Sept. 30 to Dec. 15, 1935) was a replicate of experi¬ 
ment 2 except that only one variety of Afelilotvs alba was included. 
The work was done in rainy, cloudy weather, and in spite of artificial 
illumination the growth of the plants and the fixation of nitrogen were 
poor. However, this poor development was not entirely undesirable 
since the experiment was made in order to determine whether season 
and consequently development of plants affected the relationships 
between the host and invading bacteria. 4 The data, are given in 
table 11. The data in the total columns are discussed in connection 
with the statistical analysis. 

The data of experiment 1 show two types of variation in growth 
and fixation of nitrogen by Mel Hot vs when inoculated with different 
strains of Rhizobium n)eliloti . With a given species of the host plant 
the benefit derived, as measured by the quantity of nitrogen fixed, 
varied with the strain of bacteria used. For example, with Af. offi¬ 
cinalis, strains 105 and 110 were definitely poor; strains 107, 111, and 
• 115 were superior; the remainder were intermediate. With Af. sua- 
veolens strains 101 and 105 were poor and 100, 111, and 12S were 
distinctly good. This type of variation is the usual one noted by 
numerous investigators (7, J). 

There are, however, also differences in nitrogen fixation of the 
several species of the host plant when inoculated with certain strains 
of tho organism. For example, Melilotus suareolens fixed less nitrogen 
in association with Rhizobium meliloti 101 and Rh. meliloti 105 than 
did any of the other species. These differences did not arise from 
variation in the growth habits of the various species of plant since 
with certain strains of bacteria (e. g., strains 100 and 110) no signif¬ 
icant difference in the quantity of nitrogen fixed was found among 
the several species. 

Confirmation of the existence of species variation with respect to 
fixation of nitrogen in Melilotus is obtained from the results of experi¬ 
ment 2 (table 1). This experiment was made under conditions ideal 
for fixation of nitrogen. The results show that with M. alba and M. 
officinalis , all the strains employed were apparently of equal benefit, 
but with M. dentata fixation was only fair with strain 128 and dis¬ 
tinctly poor with strain 105. As noted in experiment 1, fixation by 
M. svaveolevs in association with strain 105 was likewise very much 
less than with the other strains. 

It is of interest to compare the results of experiment 2 with those of 
experiment 3 (table 1), made under environmental conditions that 
restricted fixation of nitrogen. In experiment 3 the analysis of the 
duplicate cultures was kept separate since, in contrast to the first two 
experiments, certain of the strains gave erratic reponses, a result that 

1 KeiD, J J. THE INFECTIVE ABILITY OF K1IIZOBIA OF THE SOYBEAN, COWPEA, AND LUPIN CR088-1NOC VI A - 
tion groups. Unpublished thesis, Ph 1).. Univ. Wi*. 1936. 
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has been observed by other investigators. Thus Wilson, Hopkins, 
and Fred (11) report that alfalfa plants inoculated with Rhizobium 
meliloti 101 and grown under cotton plugs (which also restricts uptake 
of elemental nitrogen) were benefited by the presence of this strain of 
the organism in only 7 of the 20 replicate cultures. Lohnis (6) reports 
a similar experience with crimson clover grown in open sand cultures 
when inoculated with Rh. trifolii 205. In general, the results of ex¬ 
periment 3 confirm those of the previous experiments in that both 
strain variation among the organisms and species variation among 
the host plants with regard to nitrogen fixation are apparent. 

Further investigations of species variation in Melilotus were under¬ 
taken with those species that had exhibited the widest variation in 
the first three experiments. No more .seed of M. dentata (33-49) was 
to be had, but seeds of three other strains of this species became 
available. These were tested with M. alba (32-19) and M. suaveolens 
in a preliminary experiment with Rhizobium meliloti strains 100, 105, 
and 128 as the source of inoculum. The average nitrogen fixed per 
10 plants is shown in table 2. 

Table 2 . —Nitrogen fixation by different, species and strains of Melilotus in associa¬ 
tion with 8 different strains of Rhtzohiurn meliloti in a preliminary experiment 1 
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The results of tins experiment were very similar to those already 
discussed, with one exception. Of the three strains of the biennial 
Melilotus dentata' used, only one, M. dentata (92-27), responded to 
inoculation with Rhizobium meliloti 105 as did the annual, Jl/. dentata 
(33-49). Fixation of nitrogen was fair to good with M. dentata 
(91 12) and was good with M. dentata (96-2). This result indicates 
that the importance of the host plant in nitrogen fixation by Melilotus 
is not confined to species differences but may likewise include varietal 
(or strain) differences. 

Tn order to examine this problem further two additional experiments 
(nos. 4 and 5) were made. The results of these experiments are given 
in table 3. Only the nitrogen fixation data are included since these 
are the essential ones and the dry-weight figures were consistent- with 
these. 

The results of the two experiments confirm in every way those of the 
previous ones; viz, the existence of three types of response in the 
association of Rhizobium meliloti and Melilotus . 

(1) With Rh. meliloti 100 and 110 fixation of nitrogen by all the 
specios of host jplants was good to excellent with little evidence of 
consistent significant differences among the several species. The 
results were consistent in that agreement between duplicate samples 
was satisfactory. 
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(2) With Rh . meliloti 105 evidences of the effect of the host plant 
were quite pronounced. Fixation of nitrogen in association with 
M. alba (32-19) and M . dentata (91-12) was fair to good, but fixation 
with both M . suaveolens and M. dentata (92-27) was poor. The 
response was quite definite and the agreement between duplicates was 
satisfactory. 

In experiment 4 (Oct. 23, 1936, to Feb. 2, 1937) three species of 
Melilotus were inoculated with the same five strains of organisms 
which were used in the earlier experiments. M. Alba (32-19) was 
used as representative of tho M. alba species since it had shown more 
indication of variable behavior with the organisms used than had the 
Hubam variety. Likewise, the two strains of M. dentata which had 
shown the greatest contrast in the preliminary experiment were, 
selected for further study. The experiment was made during the 
winter months, and in spite of the use of supplemental lighting, fixa¬ 
tion of nitrogen was only fair even with the best of the associations. 

In experiment 5 (Feb. 16 to May 21, 1937) only Rhizobium meliloti 
105, 115, and 128 were used, as the results in the previous experiments 
indicated that there existed little, if any, consistent differences in the 
response of the species of host plant under investigation when inocu¬ 
lated with strains 100 and 110. The experiment was started in the 
late winter and the initial growth of the plants was slow. Later in 
the spring months grow th was excellent and fixation was the greatest 
obtained in any of the experiments, due in part to the longer period 
.of growth allowed the plants. 

Table 3. —Nitrogen fixation by different species and strains oj mchlotus in association 
with various strains of rhi zobiuvi meliloti in ex pen merits 4 and o * 
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1 Alt values m milligrams per 10 plants. Differences necessary for significance: Experiment 4, between 
means, 4.33 mg.; between totals of strains, 17.3 mg ; between totals of species, 19.3 mg. Experiment 5 be¬ 
tween means, 48.7 mg.; between totals of strains, 104 8 mg ; between totals of species, 108.7 mg 

2 Mean of duplicates. 








oct. is, 1937 Effect of Host Plant on Nitrogen Fixation in Melilotus 625 

(3) In association with strains 115 and 128 certain species exhibited 
another type of variation with respect to fixation of nitrogen. All 
the species fixed appreciable quantities of nitrogen with these two 
strains, but in association with M. suaveolenn and Af. dentata (92-27) 
the response was inclined to be erratic, with the result that agreement 
between the duplicates was poor. This type of response was discussed 
in connection with experiment 3, and its possible significance will be 
taken up later. The time element in the development of the differ¬ 
ences between duplicates in experiment 5 is of interest. In the early 
stages of growth both cultures of a given treatment developed slowly 
with little sign of difference between them. As the days became longer 
and brighter one of the cultures would respond to the environmental 
conditions more favorable for the fixation of nitrogen sooner than its 
duplicate, with the result that differences in fixation of nitrogen soon 
became apparent between the two. Later both cultures would 
actively fix nitrogen, but the one in which the onset of fixation was 
delayed could not overcome the initial advantage of the other so that 
the agreement between the duplicates was poor. It should be 
observed that this difference between duplicate cultures in the onset 
of the fixation process appeared to be definitely associated with only 
certain species when inoculated with certain strains of the organism. 

The conclusions reached by inspection of the data were confirmed 
by subjecting them to an analysis of variance (3). Such an analysis 
allows separation of the different sources of variation in the results 
and enables the establishment of the significance of variation arising 
from differential response of species of host plant with strain of 
bacteria. Analyses of variance (table 4) were made on the data from 
experiments 3, 4, and 5 as in these experiments the duplicates were 
not combined. The values necessary for significant (19:1 odds) 
differences between the means of the duplicate samples of each 
experiment (calculated from the error of the experiment) as well as 
for total nitrogen fixed by the various strains of bacteria or by the 
various species of host plant are indicated in the footnotes to tables 
1 and 3. 


Table 4. — Summary of analyses of variance on experiments 8, 4, and o 
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Variance duo to— 

Degrees , 

i of froe j Variance ! 
dom i 

1 >egree,s 
F 1 'of free- 
j dom | 

! 

Van- ; 
mice 

1 , J 

, Decrees, 

F i of free-; Variance 

! dom 

; F i 

Si rains. 

4 i 

115 3 ! 

13 31+4' 4 

253 8 

i i 

29.6++! 2 21.634 2 1 

21.6++ 

Species 

3 , 

10 SO 1 

1.20- i 3 

33 76 

3.94+ ; 3 0,301.6 j 

6.3++ 

Species X •-train 

12 - 

51.0 ! 

5.924+' 12 

72 2 

8.42++ 6 13,946 l 

13 9++ 

Error . . 

20 1 

8.63 | 

20 

8 58 

12 1,000 3 



* If F exceeds value for 5-percent point (indicated by +), the odds are at least 19:1 that observed differ¬ 
ences do not arise from chance (experimental error). Similarly, if F exceeds 1-percert point (indicated by 
++) odds are 991. Minus indicates differences could have arisen from chance. 


The source of variation of chief interest is the interaction of species 
and strain (speciesX strain), for if this is significant the fixation of 
nitrogen by a given strain of the organism in association with the 
host plant is not independent of the species of the host. The analyses 
show that, in spite of considerable experimental error introduced by 
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reason of the difference in duplicate samples that has been already 
discussed, the variation due to interaction of strain and species is 
highly significant in each of the experiments. 

Likewise, in the three experiments for which analyses of variance 
are reported (table 4) there are significant differences due to strain. 
Consideration of table 1 (experiment 3) and table 3 indicates that 
this difference arises primarily because strain 105 is distinctly inferior 
to the others when the results on all the species are combined. It is 
to be emphasized that this does not mean that strain 105 is inferior 
on all the species when considered individually as with certain of 
them; e. g., on Melilotm alba (32-19) and M. dentata (91-12) strain 
105 usually fixed as much nitrogen as did the other strains. Because 
of the consistently poor fixation by strain 105 in association with M. 
suaveolens and M. dentata (33-49) and (92-27), however, the total 
fixed by strain 105 is significantly lower than the totals fixed by the 
other strains used. 

Similarly, the significance of the species variation arises from dis¬ 
tinctly lower totals for Melilotns suaveolens and M. dentata (92-27), 
lower totals which originate primarily from the poor fixation when 
inoculated with strain 105. With other strains of the bacteria, e. g.. 
strain 100, the quantity of nitrogen fixed by either of these two 
species is not significantly different- from the nitrogen fixed by the 
other species of host plant. 

DISCUSSION 

From the results of the foregoing experiments it is concluded that 
the interaction of bacteria and host plant in symbiotic nitrogen fixa¬ 
tion by Melilotns may be separated into three distinct types of response 
with respect to nitrogen fixation. 

(1) The association of all the species tested with certain of the 
organisms is consistently of equal effectiveness. The best examples 
of this type are Rhizobiurn meliloti 100 and 110 in association with 
the species under investigation. Probably other strains of the bac¬ 
teria tested only in experiment 1 would also fall in this class with 
these particular species of host plant. It should be noted, however, 
that other species (or even varieties) of Melilotns may be found in 
which the association with strains 100 or 110 would be ineffective. 

(2) A second type of association is that in which the species of host 
determines whether or not the strain of bacteria is effective. For 
example, Rh. meliloti 105 is effective in association with M. alba , 
M. officinalis , and M. dentata (91-12) but rather ineffective with M. 
dentata (33-49) and (92-27) and with M. suaveolens . This type is like¬ 
wise consistent; i. e., the response of a given species to inoculation 
with the strain is relatively independent of the environmental condi¬ 
tions under which the experiment is made. 

(3) In the third type of association observed in these experiments 
certain of the host plants and strains exhibited a variable response 
which appeared to be related to the environmental conditions under 
which the experiment was made, especially length of day and inten¬ 
sity of light. The most consistent examples of this type was the 
association of Rh. meliloti 115 and 128 with M. suaveolens , M. dentata 
(33-49) and (92-27). It is of interest that these species of host 
plant are the ones which are ineffective in association with Rh. 'meliloti 
105. 



oct is. 1937 Effect oj Host Plant on Nitrogen Fixation in Melilotus 627 


In many cases the variation is apparent between replicates in the 
same experiment. The cause of this irregularity is even more obscure 
than the cause of the differences in effectiveness between individual 
strains, but it is doubtless a reflection of a fundamental change in the 
delicate equilibrium existing between host and invader which deter¬ 
mines whether the relationship becomes helpful or harmful to the 
plant. In view of the importnce of the carbohydrate-nitrogen 
relationship of the host in influencing both effectiveness and ineffec¬ 
tiveness ( 9 ), it appears that this relationship may be concerned in the 
inconsistencies noted with certain strains and species. This sugges¬ 
tion receives support from the fact that irregularities are more fre- 

a uently observed when the experiments are carried out under con- 
itions which favor a narrow carbohydrate-nitrogen balance in the, 
plant and which consequently restrict fixation of elemental nitrogen 
at least during the early stage of development. It is further suggested 
that the inconsistencies in the quantity of nitrogen fixed through 
certain associations of host plant and bacteria may arise from differ¬ 
ences in time of infection by the bacteria rather than irregularities in 
the effectiveness of the association. Unpublished results by Reid 5 
have indicated the importance of the carbohydrate-nitrogen relation 
in determining whether or not a given strain of the bacteria will 
infect certain of the host plants of the soybean-cowpea cross-inocula¬ 
tion group. Under an unfavorable environment, invasion of individual 
plants by certain strains of the bacteria may occur at different periods, 
depending on what appears to be minor factors in the environment, 
but which bring about changes in the composition of the host plant 
sufficient to control the time of infection. 

The implication of the findings for theoretical aspects of symbiotic 
nitrogen fixation is the emphasis which they place upon the influence 
of the host plant in the symbiosis. The assumption that the host 
plant passively supplies the source of energy and that the actual 
process of fixation is a function of the bacteria alone appears to be 
untenable in the light of these results. Research in the field has been 
largely concerned with efforts to determine the individual roles of the 
plant and organism, but such an approach may be unwise. Regarding 
the fixation of nitrogen as a function of the relationship between host 
and organism acting as a unit rather than as isolated components, 
might prove to be a more rational point of view for future research. 

A corailary of this view of mutual interdependence of bacteria and 
plant is the necessity of change in the concept of what constitutes 
“ strain variation”—a broader definition which would include the host 
plant might be advisable. With our present definitions Rhizobivm 
meliloti 105 would be classed as “effective” with certain hosts but 
“ineffective” with others. But if the variation is considered as one 
involving the relationship between plant and bacteria rather than 
merely the strain of the organism (or the species of plant) a more 
unified conception is possible. 

According to this concept the difference in strains of the organism 
is not so much a definite qualitative one capable of classification in 
terms as “effective” and “ineffective”, but rather a quantitative 
difference in the manner in which the bacteria affect the relationship 
between themselves and the host. Moreover, this quantitative 


* Rkid. J. J. Sec footnote 4 . 
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difference is not necessarily constant but may vary in relation to the 
presence and activities of other factors which likewise affect the 
relationship. These factors would include the species of the host 
plant, the carbohydrate-nitrogen relation in the plant, and probably 
others; such as day length, temperature, and light intensity. Thus 
the irregularity in the fixation of nitrogen with some cultures, as 
Rhizobium meliloti 128 with MelUotus dentata (33-49) and M. suaveo- 
lens, Rh. meliloti 101 with Medicago sativa (Grimm) {12), and Rh. 
trijolii 205 with Trifolium incarnatum (6), constitute examples of alter¬ 
ation of the quantitative effect of a strain on the association through 
the predominance of some other factor—possibly the carbohydrate- 
nitrogen relation in the plant—which affects the relationship. The 
objective of future research is to define the as yet unknown factors, to 
determine their relative significance especially in combination with 
one another, and finally to devise means for their control. 

SUMMARY AND CONCLUSIONS 

Four species of sweetclover, Melilotus alba, M. officinalis, M. 
suaveolens, and M. dentata —were tested for ability to fix atmospheric 
nitrogen in association with different strains of Rhizobium meliloti. 
Six experiments were made during different seasons with resulting 
differences in extent and rato of nitrogen fixation by the plants. 

Three types of response with respect to fixation of nitrogen were 
observed in these experiments: 

(1) The association of certain of the species of host plants and strains 
of bacteria were consistently effective. 

(2) The association of certain strains of bacteria was effective with 
ono species of the host but ineffective with another. The reverse was 
also observed, i. e., certain species of the host plant were benefited 
through association with some strains of the organism but not with 
others. 

(3) The association of certain species of plant and certain strains 
of the organism gave rise to erratic responses between experiments as 
well as within an experiment. There was some evidence that this 
type of response may have been influenced by the carbohydrate- 
nitrogen relationship in the plant. 

These results stress the importance of the host plant in determining 
whether a given strain of bacteria is effective or ineffective in the as¬ 
sociation. It is proposed that the concept of strain variation in the 
bacteria may be only one aspect of a broader type of variation which 
involves the total relationship between organism and plant. The 
variation in this relationship with respect to nitrogen fixation may be 
affected by factors other than differences of strain of bacteria, as, for 
example, species of host plant or physiological balances within the 
plant. According to this view a given strain of the organism is not 
“good” or “poor” in an absolute sense, but only relative to the other 
factors which affect the relationslup. Under certain conditions one 
factor, as, for example, strain of organism, may determine the effective¬ 
ness of the relationship, whereas under other conditions some other 
factor, such as species of host plant, may be the dominating element. 
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INTRODUCTION 

Flax rust, caused by Melampsora Uni (Pers.) L6v. is widespread 
throughout the flax-growing regions of the world, and in certain years 
epiphytotics of serious proportions occur, causing severe losses to 
growers. The threat of rust epiphytotics in Minnesota has been 
sufficiently great to be a major factor in causing the removal from the 
recommended list of the two susceptible varieties Chippewa and 
Winona, and at the present time makes it imperative that new 
varieties of flax to be recommended for commercial production be 
highly resistant to, or immune from, rust. 

The physiologic-form concept has served to emphasize the necessity 
for producing varieties resistant to all races of the pathogen prevalent 
in a localitv. Consequently, the inheritance of reaction to a collection^ 
of rust is of primary importance in breeding for rust resistance in flax*J 
Likewise, a knowledge of the degree of association between the reaction 
of hybrids to a collection of rust and to a single physiologic race 
commonly found in the region is of considerable importance both from a 
practical and from a theoretical viewpoint. 

The purpose of this study was threefold: (1) To determine the) 
nature of interaction of genes conditioning different types of rust ' 
reaction; (2) to determine the relationship and interaction of genes 
conditioning a similar reaction type in different varieties; and (3) to 
determine the relationship between the reaction of hybrids to a 
collection of rust arid to a single physiologic race. 

LITERATURE REVIEW 

Studies of the inheritance of disease resistance in crop plants have 
been a fruitful field for the application of genetic principles to plant 
breeding, and the literature pertaining to such studies is voluminous. 
Likewise, the morphological characters of flax have been the subject of 
rather extensive genetical researches, particularly by Tammes/ This 
literature has been reviewed in recent papers by Tammes {9, lOf and 
the writer (7) It is a singular fact, however, that relatively little 
work has been reported on the inheritance of reaction to rust In flax. 
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In 1921, Henry (5) stated that several previous investigators had 
observed a differential rust reaction in different varieties of flax, some 
reporting immune varieties. At the same time, he reported that 
numerous varieties had been immune from rust in tests in Minnesota. 
("Later, (6) he stated that Ottawa 770B, Argentine Selection, and 
Bombay had remained consistently immune when thoroughly tested 
with several collections of rust from the United States and Canada, 
and that all three had likewise been immune when inoculated with a 
collection of rust furnished by Tammes from her flax-breeding gardens 
at the University of Groningen, Groningen, Netherlands. In addi¬ 
tion, Henry ( 6 ) stated that Hiratsuka tested Ottawa 770B and Argen¬ 
tine Selection in Japan with the same results. 

Henry (6‘) studied the inheritance of immunity in crosses involving 
Argentine Selection, Ottawa 770B, and Bombay as the immune 
parents. The immunity of Ottawa 770B and Bombay was in each 
case dependent upon a single dominant factor. In Argentine Selec¬ 
tion, apparently two dominant factors were present, either of which 
conditioned immunity. In crosses involving Ottawa 770B, rust 
reaction and flower color were inherited independently., 

Recently, Flor ( 3 ) has reported the differentiation of 14 physiologic 
forms of Melawpsora lini by the use of seven varieties of cultivated 
flax. Of the 165 varieties of flax inoculated with forms 1 to 5, only 
jTT^uve indications of being rust differentials, the remaining 152 
sKowing no specific response to the 5 forms of rust. Flor states that \ 
tho lack of genetic, purity of the varieties with regard to rust reaction ( 
was one of the striking features of his results. 

MATERIAL AND METHODS 

The following varieties of flax (Linum usitatissimum L.), used as 
parents in the crosses reported in this paper, are grouped according 
to their supposed rust reaction at the time this study was outlined: 

Immune: Ottawa 770B. C. I. 355 4 ; Newland, C. I. 188; Minnesota Selection, 
C. I. 438; Long X E, C. I. 697; Pale Blue Verbena, C. I. 416 3; and Argentine 
Selection, C. I. 712. 

Resistant: Light Mauve, C. I. 379-1: Pale Pink, C. I. 649; Bison, C. 1. 389; 
Redwing, C. I. 320; and Ottawa 829c, C. I. 391. 

Moderately susceptible: Bolley Golden, C. I. 644; Pale Blue, C. I. 423; and 
Abyssinian Yellow, C. I. 300. 

Susceptible: Common Pink, C. I. 479. 

The data on rust reaction, used in outlining this study, were made 
available to the author by C. C. Allison of the Division of Plant 
Pathology and Botany, University of Minnesota, and were from 
notes taken on the varieties grown at the Coon Creek Experimental 
field in 1932. 

The parental material, wherever possible, was taken from rows 
descending from individual plants. However, such rows were not 
available of Newland, Long X E, C. I. 416-3, C. I. 712, Light Mauve, 
and Bolley Golden, and for these varieties it was necessary to plant 
bulk seed for making crosses. A total of 37 crosses was made. Varie¬ 
ties representing different types of rust reaction w r ere intercrossed, and, 
in addition, varieties showing a similar type of reaction w r ere crossed 
in all combinations. The crosses w T ere made in the greenhouse during 


< O. I. refers to accession number of the Division of Cereal Crops and Diseases, Bureau of Plant Industry, 
U* S. Department of Agriculture, 
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the winter of 1933-34, and the parents and Fi plants were grown on 
peat soil at the Coon Creek experimental field in 1934. In addition, 
an F 2 generation of Ottawa 770B X Pale Blue, and F 2 and F 3 genera¬ 
tions of Ottawa 770B X Redwing were grown in space-planted rows. 
Additional hybrid seed of each of the crosses was obtained in the 
flax-crossing plot in 1934. 

F 2 generations of all crosses were grown in 1935 at University 
Farm, Minn., and on the Coon Creek peat. However, because of 
adverse climatic conditions, no data were obtained on rust reaction 
of the hybrid material during this summer. 

In the greenhouse studies of rust reaction, conducted during the 
winter of 1935-36, Fj and F 3 lines were used in all crosses where seed 
was available. In certain crosses where there were insufficient F 3 
lines F 2 material was also used. Each Fa line was planted in a single 
4-inch pot at the rate of 20 seeds per line where sufficient seed w^as 
available. Likewise, the F 2 generations and the parental checks were 
planted at the rate of 20 seeds per 4-inch pot. 

The collection of rust was obtained at University Farm from the 
variety Winona, previously inoculated with rust collected at Coon 
Creek. Physiologic form 4 was obtained from H. H. Flor, of the 
United States Department of Agriculture. Both the collection and 
the single form w ere increased in the greenhouse on Winona. 

, A temperature of about 70° F. was found to be suitable for growing 
the flax and for producing good rust infection. Two large incubators, 
each with a capacity of seventy-five 4-inch pots, were available and 
an incubation period ot 48 horn’s was used. As a result, about 150 
pots were planted every second day. The first planting was inocu¬ 
lated by the brushing method, with the collection of rust, 3 weeks 
after the date of planting. The plants were then 4 to 6 inches tall. 
Inoculations were continued every other day on the subsequent plant¬ 
ings until in November, when the low T light intensity and duration 
retarded the growth of the flax. Since it seemed desirable to inocu¬ 
late all crosses at nearly the same stage of grow th, the period from 
planting to inoculation wds gradually extended from 3 weeks to 4 
weeks in December. As soon as seed of all the material had been 
planted for testing with the collection of rust, a duplicate planting 
was started for testing with the single physiologic race. The pro¬ 
cedure followed with the material for inoculation with the single race 
was essentially the same as that for the collection. 

In taking the notes, no standardized classes were available as is 
the case in seedling studies with the cereals, particularly wheat. Con¬ 
sequently, it was necessary to set up the classes as the notes were 
taken. Eleven classes were used, based upon extent and type of 
infection. These classes were as follows: 

Class 0: Plants showing no macroscopic evidence of the presence of the pathogen 
(pi. 1, A). 

Class 1: Plants w ith small flecks but no pustules (pl.l, B). 

Class 2: Plants with Hecks and very small pustules, the pustules surrounded 
by a narrow necrotic area or by chlorotic tissue (pi. 1, Cand U). 

Class 3: Plants with Hecks, very small pustules, and occasional medium large 
pustules intermingled on the same leaves over the entire plant. Pustules usually 
surrounded by a necrotic area although occasional pustules were surrounded by a 
chlorotic area (pi. 1, E). 

Class 4: Plants with few small pustules (less than four or five per leaf) sur¬ 
rounded by necrotic areas on older leaves. Leaves on the upper one-third of the 
plant with large susceptible pustules, surrounded by chlorotic area (pi. 1, F). 
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Class 5: Plants like class 4 except with more pustules per leaf (pi. 1,(7). 

Class 6: Plants with large pustules surrounded by chlorotic areas on all leaves. 
Usually two, three, or four pustules per leaf surface (pi. 1, //). 

Class 7: Plants with reaction type like class 6, except with five to eight pus¬ 
tules per leaf surface (pi. 1, /). 

Class 8: Reaction type like classes (> and 7 except with pustules more numerous, 
causing the chlorotic areas surrounding the pustules to coalesce, thus producing 
a more or less uniform chlorotic condition where the pustules were thick (pi. 1, J)\ 

Class 9: Pustules on older leaves surrounded by narrow “green islands” with 
intervening chlorosis, giving the leaves a spotted appearance. Large pustules 
on younger leaves similar to those in classes 6, 7, and 8. Many pustules per 
plant (pi. 1, K). 

Class 10: Reaction type like class 9 except with few pustules per leaf (pi. 1, L). 

FIELD STUDIES 

The rust reaction of the parental varieties grown at Coon Creek 
during the summers of 1934 and 1935 are presented in table 3. 


Table 1 . — Rust reaction of the parental varieties in the field in 1984 and 1986 


Variety 

1934 

i 

1935 

Variety 

1934 

1 

1 1935 

i 

Ottawa 770B 

Immune .. 

Immune 

C I. 649 

Resistant 

! Resistant 

Newland _ 

. (io 

Do. i 

Bison ... 

Semi resist ant . 

j Semiresistnnt 

C I. 438 _ i 

do_ 

Do ! 

Redoing 

do 

• Do 

Long X E_ 

do. 

Do 

C I 391 

i Modern! el > sus¬ 

' Moderately si 

(\ 1 416-3_; 

_do. 

Do | 


ceptible 

{ cept ible 

C I. 712 . _ 

-- ..do. 

Do j 

Pale Blue j 

; - do. 

Do 

Bolley 0 olden 

CL- - ! 

Resistant m ini- i 

Abyssinian ! 

| do 

i Do. 



mune 

Yellow 



Light Mauve. 

Immune 

Resistant , 

C 1 479 

do 

1 Do. 


1 Leaves destroyed, reaction could not he determined. 


No rust was found in either year on the six varieties which were 
considered immune in outlining the experiment, i. e., Ottawa 7701$, 
Newland, C. I. 438, Long X E, O. I. 410-3, and (\ I. 712. In addi¬ 
tion, all plants of Light Mauve were entirely free from evidence of 
rust infection in 1934, but in 1935 this variety showed flecks and small 
resistant pustules. Likewise, a small proportion of the plants of 
C. I. 649 grown in 1934 were free from rust, the remainder showing 
only a few resistant-type pustules per plant, while in 1935 occasional 
large pustules were found along with flecks and resistant pustules on 
this variety. In 1934, the leaves of Bolley Golden were entirely 
destroyed by the pasmo disease, making it impossible to determine 
rust reaction. In 1935 one plant row T of Bolley Golden, from the 
plant used as a parent in the cross C. I. 479 X Bolley Golden, was 
immune, the remaining plants of Bolley Golden showing a resistant 
reaction. 

Large susceptible-type pustules were found in Bison and Redwing, 
but in these two varieties the pustule frequency'lvas less than in the 
four moderately susceptible varieties, C. 1. 391, Pale Blue, Abyssinian 
Yellow, and C. 1. 479, Thus the semiresistance of Bison and Redw ing 
under these conditions was a matter of lower pustule frequency rather 
than type of reaction. Likewise the four moderately susceptible 
varieties differed from susceptible varieties such as Winona in having 
a lower percentage of rust rather than in type of pustule. The data 
on rust reaction in the F, generation of Ottawa 770II X Bale Blue and 
the F 2 and F 3 generations of Ottawa 770B X Red whig grown in the 
fie|d in 1934 are summarized in table 2. 
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PLATE 1 



Classes of rust reaction used in classifying material tn the greenhouse studies- A, Class 0; B, class l; 
C, class 2 (pustules surrounded by necrosis); D, class 2 (pustules surrounded by chlorotic tissue) 
E, class 3; f\ class 4; 0 } class 5; //, class 6, 1, class 7; J, class S; K, class 9; L, class 10. 
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Tahlk 2. Segregation for rust traction in Ike field of F-> and generations of crosses 
involving Ottawa 7WH as Ike immune parent 


Cross 


Ottawa 770H X Redwing 

l)o..- . 

Ottawa 77011 X Pale Blue . 



Generation 


Fs plants ... 
Fa lines .. .. 
Fa plants 


Plants or lines showing indi¬ 
cated reaction 


Immune 

! Segregate 

1 mg I 

| 1 

Rusted 

Number 

* Number ! 

Number 

H 

1. - - . 1 

13 

31 

47 j 

21 

4b 

i. ! 

10 


The rusted segregates in Ottawa 770B X Redwing all appeared 
semiresistant like Redwing. In the F 2 generation the number of 
plants was small but the fit to a 3:1 r atio was good, P lying between 
0.70 and 0.80. The F* generatioifoirers more critical evidence regard¬ 
ing the mode of inheritance of immunity. The fit of the observed 
ratio of F 3 lines to the theoretical 1 :2 :1 ratio was good, P lying between 
0.30 and 0.50. x 2 for lit to a 3:1 ratio was calculated for each of the 
47 segregating F 3 lines separately and the x 2 values added. The total 
X“ was 38.510. Applying the formula V‘2x 2 — \ 2w— 1 given by Fisher 
(2) a normal deviate of — 0.800±1 was obtained, the deviation from 
the expected 3:1 ratio not being significant. In the cross Ottawa 
77()B X Pale Blue, the number of F 2 plants was again too small to 
warrant drawing definite conclusions although the observed segregates 
approached the expected 3:1 ratio, with r lying between 0.20 and 
0.30. These data are in agreement with the conclusion reached by 
Henry (5*) that the immunity of Ottawa 770B in the field is conditioned 
by a single dominant factor. 

GREENHOUSE STUDIES 

The major portion of this paper is concerned with the reaction of the 
parents and hvbrids under greenhouse conditions to a collection of rust 
and to physiologic race 4. It is known that in wheat certain varieties 
w hich are very susceptible to rust in the seedling stage in the green¬ 
house are highly resistant to the same forms of rust in the “mature- 
plant” stage in the field (Stakman (8), Hayes, Stakman, and Aamodt 
(4), and others). Flor (d) found that certain varieties of flax showing 
some resistance in the field w ere susceptible in the greenhouse. There¬ 
fore it seems desirable to know the rust reaction in the greenhouse of 
the varieties used as parents in this study before attempting to analyze 
the data obtained on the hybrids. Furthermore, the 11 classes of 
rust reaction used in classifying the parents and hybrids, were set up 
to include all of the differences which seemed sufficiently clear-cut to 
permit their classification, hut no attempt was made at that time to 
determine their genetical significance. Such information, how r ever, is 
valuable in analyzing the results obtained in segregating populations, 
and the best evidence of the validity or significance of the different 
rust classes from a genetical standpoint is to he found in the reaction 
of different biotypes under the conditions of the experiment. 
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PARENTAL REACTION 

The data on the reaction of the parental varieties to a collection of 
rust and to form 4 are presented in table 3. 

Table 3. —Reaction of plants of parental checks to the collection of rust in the green¬ 
house and to form 4 

REACTION TO COLLECTION OF RUST IN GREENHOUSE 


Plant b in rust rlass - 


Variety 
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3 
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1 - - 
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All the plants of Ottawa 770B, Newland, and C. I. 438 were immune, 
both from the collection and from form 4. These varieties had also 
been immune in the field. Two other varieties, Long: X E and C. 1. 
416-3, immune under field conditions, showed a mixed reaction in the 
greenhouse. 

Such variable or mixed reaction may either have been the result of 
genetical variability or the influence of environment. Since bulk seed 
of both these varieties was used in making the crosses, the possibility 
that the plants tested in each variety did not represent a single biotype 
cannot be excluded. Four plants of Long X E were used as parents 
in making the crosses in the greenhouse in 1933-34 and the offspring 
of one single plant selection from the progeny of each of these four 
plants were tested both to the collection and to form 4. The data 
are given in table 4. 
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Tajilk 4. —Reaction to collection of runt in greenhouse and to form 4 of offspring of 
single-plant selections from the progeny of plants of Long V b' and ('. /. 712 
used as pa refits 

LONG X K 



140 1 

( 4*140-1 
( 4305-3 

0005 1 

. 

i! 1 12 

- - i 

i 

3 ! 
10 

140-4 

4308 1 

J 

. . -.7 7 

... 2 


141-1 

| 4352 1 


7 - - ! 

1 3 ! 

13 ' 

i ... . * 10 i 


112-2 

j 1302-1 

1 

- . . ! 13 1 

i . ; i ,. 



The progeny of the two plants 1112-1 and 134-1 were predominantly 
class 0, whereas the progeny of 132-2 were mostly class 1, both to the 
collection and to form 4. These results, although not conclusive, 
indicate that two different strains of Long X E had been used. This 
does not answer the question, however, whether the occurrence of 
both class 0 and class 1 progenies from the same plant resulted from 
heterozygosity for factors conditioning rust reaction or from the 
influence of environment. In a naturally self-pollinated crop like 
flax, the proportion of plants heterozygous for any given factor or 
factors, after the variety has been grown for several years, must be 
low. Therefore, it is unusual that all four of the plants used in the 
greenhouse should have been heterozygous and, in addition, that the 
single plant selected from their progeny should, in each of the four 
cases, also have been heterozygous. 

Four plants of (\ I. 416-3 were used as parents in the crosses made 
in the greenhouse. From the progeny of a single plant selected from 
the offspring of one of these original plants, three plant selections were 
made, the progeny of which were used as checks in the greenhouse rust 
tests. Likewise two plants from the progeny of a single plant selected 
from offspring of another original parent plant and single-plant 
selections from the progeny of the other two original parents were 
taken, the progeny of which were used as checks in the greenhouse 
tests. No sharp differences in the rust reaction of the different 
parental lines were observed. The greatest difference was be¬ 
tween two pots planted with seed of a single plant. The 18 plants 
in one pot, inoculated October 13, were all class 0, while the 19 plants 
in the other pot, inoculated on November 25, were all class 1. These 
results indicate that in this variety the class 0 and class 1 types of 
reaction are subject to environmental fluctuations to a considerable 
extent. 
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The complexity of studies of disease resistance has been pointed out 
by other investigators. Reaction of the host to a disease is not merely 
the interaction of the genetic factors of a single organism with the 
environment but rather the interaction of two organisms, the host and 
the pathogen, each with its gene complex interacting with the en¬ 
vironmental conditions. If immunity in flax is dependent upon the 
limitation of the development of the pathogen rather than its exclusion, 
it would perhaps not be surprising to find cases in which the balance 
between host and pathogen is so delicate that slight changes in the 
environment shift the reaction from one in which no macroscopic 
disease symptoms occur to one in which sufficient host cells are killed 
to produce a fleck. 

C. I. 712, which was immune in the field, when tested in the green¬ 
house had plants in the three rust classes, 0, 1, and 2. Bulk seed of 
this variety had also been used for making the original crosses. Four 
plants were used as parents for the crosses made in 1933-34. The 
data on rust reaction of lines descending from these four plants are 
summarized in table 4. 

Offspring from the plant selections from the progeny of 140-1 con¬ 
sist of plants in rust classes 0 and 1, while progeny of the other three 
lines have all plants in classes 1 and 2. 

Two plants of Bolley Golden were used as parents in the greenhouse 
in 1933-34. Sixty-six plants of the line descendant from plant 123-2 
were inoculated with the collection of rust in the greenhouse and all 
were immune. In addition, 32 plants of this line were inoculated with 
form 4 with the same results. This is the same line that was immune 
in the field. Progeny from four single-plant selections from offspring 
of the other parent plant varied in rust reaction from class 1 to class 2. 
Four pots were planted with seed from one of these single-plant 
selections and inoculated with the collection of rust. Plants in two 
of these pots fell in class 1, whereas those in the other two pots, in¬ 
oculated at a later date, were classed as 2, i. e., with resistant-type 
pustules. This indicates that classes 1 and 2 may represent environ¬ 
mental fluctuations rather than true genetical differences, in this 
variety at least. In 1934, three plants of Bolley Golden were used in 
making additional crosses. Progeny of one of those plants were all 
class 0 while the progeny of the other tw o varied in rust reaction from 
class 1 to 2. It is probable that the variety Bolley Golden consists 
of a mixture of immune and resistant biotypes. Flor (3) found that 
70 percent of the plants of Bolley Golden were immune, and 30 per¬ 
cent were resistant in his tests. 

A similar situation obtained in Light Mauve. Thirty-nine individ¬ 
uals from a single-plant selection of the progenv of one of the parent 
plants used in making the crosses in the greenhouse were inoculated 
w r itli the collection of rust. Thirty-six were class 0 and three were 
class 1. Eighteen plants of the same line were inoculated with form 4 
and all were class 0. Progenies of plant selections from descendants 
of the other three original plants, when inoculated w r ith the collection, 
were all classed as 1 or 2 except tw r o, which w r ere class 0. These two 
may have been escapes. When inoculated with form 4, all were placed 
in classes 1 and 2. No distinct differences in rust reaction between the 
descendants of these three original plants were observed. Three 
plants of Light Mauve were used in making additional crosses in 1934. 
Progenies of two of these, when tested with the collection of rust, 
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wore classed as 1 and 2. Progenies of all three plants when tested with 
form 4 contained class 0, 1, and 2 plants. Whether the plants in class 
0 represented true immunity or escapes is not known. 

The plants of C. I. 649 varied from class 1 to class 5 both when 
inoculated with the collection and when inoculated with form 4. The 
proportion of class 1 plants was greater, and that of class 3 and 5 
plants smaller, among the plants inoculated with form 4 than among 
those inoculated with the collection. The range in rust reaction from 
class 1 to class 5 is greater than would normally be expected in plants 
of the same genotype, particularly on such plants growing in the same 
pot. However, the seed of C. 1. 649, used in making the greenhouse 
crosses, was taken from a single-plant selection, and the progeny of 
five single-plant selections from the offspring of two of the original 
parent plants gave, in each case, a similar range in reaction types. 
Those results would suggest homozygosity of the material, although 
the only critical evidence would be a progeny test of individuals rep¬ 
resenting the four reaction classes. Such tests have not as yet been 
made. Marquillo wheat is known to show variability in reaction, 
giving both resistant and semiresistant plants (Hayes, Stakman, and 
Aamodt (4), Ausemus (/). Whether this is an analogous situation is 
not known. 

The plants of Bison, inoculated with the collection of rust, varied 
from class 3 to 10, while the plants inoculated with form 4 were placed 
in classes 2, 3, f>, and 7. These results indicate that Bison is likewise 
more resistant to form 4 than to the collection. Flor (d) did not find 
such a difference either w ith C. 1. 649 or Bison. Since, in the present 
study, the varieties were inoculated with form 4 and the collection at 
different times; it is not certain that a true difference in resistance 
obtains. Although the range in rust reaction among the Bison plants 
was large, a study of the progenies of the individual plant selections 
afforded no evidence regarding the nature of this variation. Classes 
4 and 5 have a similar type of reaction and differ only in the pustule 
frequency. Class 4 was found in the early inoculations, but later all 
plants showing this type of pustule fell in class 5, perhaps due to a 
more uniform distribution of inoculum as the inoculation technique 
improved. A similar situation obtained for classes 6, 7, and <H, where 
the relative proportion of class 7 plants increased not only in Bison 
but also in other varieties to be discussed later, as the experiment 
progressed. 

Plants of Redwing, inoculated with the collection, occurred in 
classes 5, 7, 9, and 10, while C. I. 391 had plants in classes 5 and 7. 
Class 5 plants were found in Redwing early in the experiment, while 
all plants inoculated later, under reduced intensity and duration of 
light, were classed as 7, In both of these varieties, when inoculated 
with form 4, all plants were placed in class 7 except two plants of 
Redwing in class 5. 

Plants of Pale Blue and C. I. 479 varied from class 6 to class 10 
when inoculated with the collection. In the early part of the investi¬ 
gation, the “green island” type of reaction of classes 9 and 10 occurred 
in the same pots of these two varieties along with classes 6, 7, and 8, 
Later, with reduced light, this type of reaction no longer appeared. 
All plants of these two varieties, when inoculated with form 4, gave a 
uniform class 7 type of reaction. It is doubtful from the results oh- 
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tuiuod with those two varieties whether elapses 0, 7, 8, 9, and 10 
represent true gonetical differences. 

On the basis of the above results, it appeared logical to place the 
parents in five groups, as follows: 

(1) Immune: Ottawa 770B, Newland, C. I. 438, and the immune strain of 
Bolley Golden. 

(2) Near immune: Long X E, C. I. 416-3, and the near-immune strain of 
Light Mauve. 

(3) Resistant: Bolley Golden, Light Mauve, and C. I. 712. 

(4) Semiresistant: Bison, Redwing, and C. I. 391. 

(5) Susceptible: Pale Blue, C. I. 479, and Abyssinian Yellow. 

C. I. 649 is less resistant than Bolley Golden, Light Mauve, or 
C. I. 712. On the other hand, it is definitely more resistant than the 
varieties classed as semiresistant. Because of the variable reaction 
of the plants of C. I. 649 in this study, this variety has not been placed 
in any of the five groups. 

C, I. 649 w r as used in crosses with one immune variety, Ottawa 
770B, one resistant variety, Light Mauve, and three semiresistant 
varieties, Bison, Redwing, and C. I. 391. 

On the basis of the rust reaction of the parents under greenhouse 
conditions, the crosses can be classified as those involving parents 
with similar rust reaction and those involving parents with different 
rust reaction, as follows: 

Crosses involving parents with similar rust reactions: 

Immune X immune: Ottawa 770B X Newland, Ottawa 770B X C. I. 438, 
and C. 1. 438 X Newland. 

Near immune X near immune: C. I. 416 3 y (Long X K). 

Semiresistant X semiresistant: Redwing X Bison. 

Susceptible X susceptible: C. I. 479 X Pale Blue and Pale Blue X Abyssinian 
Yellow. 

Crosses involving varieties with different reaction to rust: 

Immune X' near immune: Ottawa 770B X C. I. 416-3, Ottawa 770B ;< (Long 
X E), C. I. 416-3 X Newland, C. I. 416-3 X C. I. 438, C. I. 438 X (Long y K), 
and (Long X E) X Newland. 

Immune X resistant: Ottawa 770B X Bolley Golden, Ottawa 770B X Light 
Mauve, Ottawa 770B X C. I. 712, C. I. 712 X Newland, and C. I. 712 X C. I. 
438. 

Immune X semiresistant: Ottawa 77GB X Redwing and Ottawa 770]$ X Bison. 

Immune X susceptible: Ottawa 770B X Pale Blue, Ottawa 770B X C. I. 479, 
and C. I. 479 X Bolley Golden. 

Near immune X resistant: C. I. 712 X (Long X E) and C. I. 712 X C. I. 
416 3. 

Near immune X semiresistant: Light Mauve X Redwing. 

Resistant X semiresistant: Light Mauve X Bison and C. I. 391 X Light 
Mauve. 

Resistant X susceptible: Bolley Golden X Pale Blue and Bolley Golden X 
Abyssinian Yellow. 

Semiresistant X susceptible: Pale Blue X Bison and C. I. 479 X Bison. 

REACTION OF HYBRID MATERIAL 
Immune X Immune 

1 In the cross of Ottawa 770B X C. I. 438, 32 F 3 lines, averaging 
15.6 plants per line, were inoculated with the collection of rust and 
only class 0 plants were obtained. Inoculation of these same F, lines 
with form 4 gave identical results. The results indicate that the 
immunity of Ottawa 770B is allelic to the immunity of C. I. 438. 
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The data, on the reaction to the collection of rust of parents, F t , 
and F 3 of Ottawa 770B X Newland and the parents and F 8 generation 
of 0. 1. 438 X Newland are presented in table 5. 


Table 5 . — Reaction of parents, and of F\ and F z generations of Ottawa 77 OB X 
Newland and C. I. 488 X Newland to collection of rust in greenhouse 



In the 35 F 3 lines of Ottawa 770B X Newland, semiresistant (class 5) 
and susceptible segregates were obtained in addition to class 0 plants. 
Grouping the class 5 and susceptible segregates together, the ratio of 
P 3 lines becomes 20 immune : 14 segregating : 1 susceptible. Using 
x L> to compare this ratio with the calculated, on the basis of duplicate 
factors for immunity, gave a value of P between 0.10 and 0.20. These 
data suggest the hypothesis of a single dominant factor conditioning 
immunity in each variety the tw r o factors not being allelic and inherited 
independently. 

The relationship of the reaction of these lines to the collection and 
to form 4 is shown in table 6. 

Table 6 . ■ Correlation table showing the reaction of F z lines of Ottawa 770B X 
Newland to collection of rust in greenhouse and to form 4 


Reaction, to'collect ion 


Reaction to form 4 
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.. _ _ __ ^ 1 

20 j 

. «! 

i 

35 


From these data it can be seen that the reaction of the F 3 lines to 
form 4 was similar to their reaction when inoculated with the collec¬ 
tion. Five lines that were classed as segregating with the collection 
contained only class 0 plants when inoculated with form 4. However, 
since the average number of plants per line was only 11.5 in the test 
with form 4, these exceptions probably resulted from failure to recover 
recessive segregates in some lines owing to the small number of plants. 
In addition, one line was classed as segregating with the collection and 
susceptible to form 4. In this line only three plants were tested in 
each case. 
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In (J. I. 438 X N owl an (I (table 5), 1(> of (lie F., linos contained only 
class 0 plants, 13 contained, in addition to class 0, class 1, 2, or 3 
segregates an<l 1 line contained only class 1, 2, and 3 plants. The 
occurrence of class 1, 2, and 3 plants in these F 3 lines suggests the 
absence of allelism of the factor for immunity in Newland with a 
factor conditioning immunity in C. 1. 438. x 2 for fit of observed to 
calculated on the basis of two dominant factors for immunity gave a P 
value between 0.20 and 0.30. Since no susceptible segregates were 
obtained in the F 3 lines, it appears that one of the varieties carries, in 
addition to a factor for immunity, a factor for resistance allelic to the 
factor conditioning immunity in the other variety. No evidence of a 
factor determining resistance was found in the cross of Ottawa 770B 
X Newland. Therefore, it seems probable that O. I. 438 carries at 
least two factors, one conditioning immunity and the other, which is 
allelic to the factor for immunity in Newland, conditioning resistance 
to the collection of rust. When the F 3 lines of V. I. 438 X Newland 
were inoculated w r itb form 4, all plants wore immune. This indicates 
that the factor in C. T. 438 which conditions resist ance to the collection 
determines immunity from form 4. 

Near Immune X Near Immune 

In C. I. 416-3 X (hong X E), 25 F a lines, averaging 12.7 plants per 
line, were tested with the collection of rust. Only class 0, 1, and 2 
plants were obtained. The variability of the two parents from class 
0 to 1 made an exact genetical interpretation of the results in the F, t 
lines impossible. However, the absence of semircsistant or susceptible 
segregates in any of the F, t families indicates that the near immunity 
of these two varieties are allelic. Likewise, only class 0, !, and 2 
plants were obtained when these lines were inoculated with form 4. 

Semirehiktant '■ Skmihekistwt 

The data on the reaction of parents, F b and F., generations of 
Redwing X Bison to the collection and to form 4 are given in table 7. 

Of the 32 F 3 lines inoculated with the collection, 14 contained only 
class 4 and 5 plants, while the remaining 18 contained both class 4 and 
5 and susceptible segregates. The reaction of Bison and Redwing is 
variable, as pointed out in the analysis of the parental reaction in the 
greenhouse, thus precluding the formulation of any factorial explana¬ 
tion of the results obtained in this cross. 

The results with form 4 differ somewhat from those obtained with 
the collection in this cross. One of the plants of Redwing was placed 
in class 5 and 28 in class 7, whereas the Bison plants were placed in 
classes 3,5, and 7. Here again a factorial explanation of the results in 
F 3 cannot be given. It is interesting to note that the proportion of 
class 3 segregates in the material inoculated with form 4 is greater in 
those lines showing only class 4 and 5 segregates when inoculated with 
the collection. likewise, the proportion of plants showing a suscepti¬ 
ble reaction to form 4 is greater in those lines showing susceptible 
segregates with the collection of rust. 
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Table 7.--Reaction of parents, and of Fi and Fz generations of Redwing X Bison 
to collection of rust in greenhouse and to form 4 


Plants in rust class indicated when inoculated with— 
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Susceptible X Susceptible 

In the cross Pale Blue X Abyssinian Yellow, all plants of both 
parents and the Ft were classed as susceptible in the material inoculated 
with the collection, while in the 30 F 3 lines, 3 contained only class 5 
plants, 19 contained class 5 and susceptible plants, and 8 contained only 
susceptible segregates. On the basis of the results obtained in Bison, 
Redwing, and 0. 1. 391, the varieties showing some semiresistant 
plants, it is evident that the class 4 and 5 type of reaction is not very 
sharply differentiated genetically from susceptible. Consequently, it 
is possible that the class 5 plants obtained among the progeny of this 
cross were merely fluctuations caused by environment. How ever, the 
absence of such plants in either parental variety suggests a true genet- 
ical difference, although it is impossible to give a factional explana¬ 
tion of the results. When this cross was inoculated with form 4, all 
plants of the parents, F, and F» lines were susceptible. 

In the cross C. I. 479 X Pale Blue, all plants of the parents, F 1} and - 
of 03 F 3 lines were susceptible both to the collection and to form 4. 
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Immune X Neak Immune 

The data on the reaction of the parents, Fj, and F 3 lines of Ottawa 
770B X C. 1. 416-3 are presented in table 8. 


Table 8. —Reaction of parents, and of Fy and F% generations of Ottawa 770B X 416- 
S to collection of rust in greenhouse and to form 4 



Iii the material inoculated with the collection, 2 of the 32 F 3 lines 
were predominantly susceptible although 2 plants out of the 18 in 1 
line and 5 out of 18 in the other were placed in class 3. The single 
class 0 plant in one of these two lines may have been a natural hybrid. 
The occurrence of two susceptible lines and of susceptible segregates 
in seven other lines indicates that the near immunity of C. I. 410-3 is 
not allelic to the immunity of Ottawa 770B. Although the number of 
lines showing susceptible segregates w T as less than would be expected, 
the results in this cross could he explained on the hypothesis of two 
dominant factors, one conditioning the immunity of Ottawa 770B arid 
the other determining the near immunity of C. I. 416-3. However, 
since the mean number of plants in the F 3 lines was 17.56, the numbers 
are too small to w arrant definite conclusions regarding the number of 
factors involved. 
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Table 9. —Correlation table showing the reaction of F 3 lines of Ottawa 77OH X C. /. 
416 8 to collection of rust in greenhouse and to form 4 


Reaction to form 4 


Immune, near immune. 

Segregating...— 

Susceptible. 

Total... 


Reaction to collection 


Immune, 
near im¬ 
mune 

Begre- 

tsating 

Suscepti¬ 

ble 

Total 

Number 

Number 

Number 

dumber 

19 

1 


20 

3 

6 

1 

10 

— 

— ..._! 

1 

l 

22 

7 

l ..: 

2 

31 


The relation of the reaction of the F 3 lines to the collection and their 
reaction to form 4 is shown in table 9. Since classes 0, 1,2, and 3 do 
not appear to be differentiated by major genetic factors in this cross, 
these four classes are combined in this case. The results indicate 
that the major factors differentiating the reaction of the F 3 lines to 
the collection of rust are the same as those conditioning reaction to 
form 4. 

In the material of Ottawa 770B X (Long X E), inoculated with the 
collection, 31 F 3 lines, averaging 15 plants per line, were studied and 
only class 0, 1, and 2 segregates were obtained, indicating that the 
near immunity of Long X E is allelic to the immunity of Ottawa 770B. 
The variability of the near immune reaction of Long X E made an 
exact factorial explanation of the results in this cross impossible. 
When these F 3 lines were inoculated with form 4, only class 0, 1, and 
2 plants were again obtained. 

In the 35 F 3 lines of (Long X E) X Newland, no semiresistant or 
susceptible segregates were obtained either in the material inoculated 
with the collection or with form 4, indicating that the factor condi¬ 
tioning immunity in Newland is allelic to a factor for near immunity 
m Long X E. A similar result was obtained in inoculations both with 
the collection and the single form of 31 F 3 lines of C. I. 416-3 X 
Newland, likewise suggesting allelism of the near immunity of C. 1 
416-3 with the immunity of Newland. 

The data on the reaction of parents and F 3 families of C. I 438 >' 
(Long X E) are presented in table 10. 

In the material tested with the collection, the occurrence of 6 F 3 
linos, out of 33 with class 5 and susceptible segregates suggests the 
possibility of genetical segregation. It is interesting to note that these 
segregates all occur m the progeny of one F 2 family, 5103. These 
results indicate that the two F, plants from which F 2 families 5163 
and 6160 descended were not alike genetically. This perhaps resulted 
from the use. of a heterozygous parent in making the cross. As can 
be seen in table 10, the behavior of the F 3 lines when tested with form 4 
was similar to their reaction to the collection. 

Of the 32 F 3 families of C. I. 416-3 X C. T. 438 inoculated with the 
collection of rust, all the plants in 31 lines wore class 0, and in the 
other family 10 plants w ere class 0 and 1 plant was class 1. Also, all 
plants of C. I. 416-3, inoculated as checks with this cross, were class 0 
The average number of plants in the F 3 lines in this cross was 12.75 
When inoculated with form 4, all plants of C. I. 416-3 and of the 
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32 F* families were class 0. From these results it appears that the 
near immunity of C. I. 416-3 is allelic to the immunity of C. I. 438. 

Table 10. —Reaction of parents and of F 3 generation of C. I. 438 X (Long X E) 
to collection of rust in greenhouse and to form 4 



Immune X Resistant 

In the crosses involving Ottawa 770B witli Bollev Golden and Light 
Mauve, only F 2 generations were studied; the data for these crosses 
arc presented in table 11. 


Table 11 ,- Reaction of parents and F-> generation of crosses of immune X resistant 
varieties to collection of rust in greenhouse 


Parent or generation 


Ottawa 770B 
Bolley Golden - 

. - 

Ottawa 770B 
Ligh Mauve. . 

Ottawa >70B 
Light Mauve 
F*. 
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The plants of Bolley Golden occurred in the two classes 1 and 2. 
As pointed out in the mscussion of parental reaction in the greenhouse, 
it seems probable that these two classes represent fluctuations due to 
environment rather than actual genetical differences in this variety. 
Likewise, the data on parental reaction indicated that classes 6, 7, 8, 
9, and 10 did not represent true genetical differences, but rather varia¬ 
tions due to environment. Consequently, the analysis of the results 
in segregating populations would be facilitated by combining class 1 
and 2 into a resistant group and the last five classes into a susceptible 
group. 

On this basis, the F 2 plants of Ottawa 770B X Bolley Golden occur 
in the ratio of 448 immune: 102 resistant:4 class 5:28 susceptible. 
Considering the class 5 and susceptible segregates together, x 2 for fit 
of the observed ratio to the theoretical 12:3:1 ratio gave a value of P 
between 0.50 and 0.70. Such a result could be explained on the as¬ 
sumption of a single dominant factor conditioning the immunity of 
Ottawa 770B and a single dominant factor for resistance carried by 
Bolley Golden which is not allelic but hypostatic to the factor for im¬ 
munity contributed by Ottawa 770B. The validity of combining the 
four class 5 segregates with the susceptible group may be subject to 
question. However, these plants are definitely more susceptible than 
the resistant group of segregates, which resemble Bolley Golden in their 
rust reaction. 

In Ottawa 770B X Light Mauve, a ratio of 169 immune: 10 resist¬ 
ant :3 class 3:5 class 5:1 susceptible was obtained. Class 3 appar¬ 
ently represents a type of resistance and differs from class 2 of the 
resistant group only in having occasional large pustules in addition 
to the flecks and resistant type pustules. Combining the class 3 
plants with the resistant group and again considering the class 5 and 
susceptible segregates together, a ratio of 169:13:6 obtains, x 2 for 
fit of this ratio to a 12:3:1 ratio is 22.418, a value greatly in excess 
of x 2 for the 1 percent point. The deviation from the expected 
ratio results from an excess of immune segregates and a deficiency 
particularly in the resistant class. Since, in this case, 2 of the 40 
Light Mauve plants were classed as immune, the excess of class 0 
segregates may have been due to escapes. To test this possibility, 
additional F a plants of this cross wore inoculated. In the second 
trial, a ratio of 294 immune:52 resistant:6 class 3:5 class 5:16 sus¬ 
ceptible segregates obtained. Again combining class 3 with the resist¬ 
ant group and class 5 with the susceptible group, x 2 for fit of observ ed 
to a 12:3:1 ratio gave a value of P between 0.20 and 0.30. These 
results indicate that Light Mauve carries a single dominant factor 
for resistance which is not allelic but hypostatic to the factor condi¬ 
tioning immunity in Ottawa 770B. 

In Ottawa 770B X C. I. 712, the Fi plants were all immune both 
when tested with the collection and with form 4. The results in the 
30 F 3 lines are summarized in table 12. In this case the class 0 plants 
were considered immune and the class 1, 2, and 3 segregates were 
again combined into a resistant group. Considering the resistant and 
semiresistant segregates together in the material inoculated with the 
collection, the observed ratio of 7 immune: 14 segregating:9 not im¬ 
mune lines compared with the theoretical 1:2:1 ratio by means of 
x% gave a value of P between 0.80 and 0.90. The reaction of the 

22771—37-2 
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F 3 lines to form 4 was similar to their reaction to the collection. 
However, two lines which showed a resistant reaction to the collec¬ 
tion had mostly class 0 plants when inoculated with form 4. In addi¬ 
tion, one line was predominantly class 0 with the collection, but when 
tested with form 4, seven of the eight plants were in class 1. It seems 
probable that these exceptions may be the result of environmental 
fluctuations rather than true genctical differences. Semiresistant 
segregates in two lines both when inoculated with the collection and 
with form 4, and the susceptible segregates in two lines when tested 
with form 4, may have resulted from the lack of allelism of the fac¬ 
tors for resistance of C. I. 712 and the factor for immunity in Ottaw r a 
770B or from the segregation of minor modifying factors. No evi¬ 
dence w r as available in this cross for determining which alternative 
is correct. 


Table 12 .—Correlation table showing the reaction 1 of F$ lines of Oltaiva 770 B X C. /. 
712 to collection of rust in greenhouse and to form 4 







Reaction to collection 



React toil to form 4 



1 

. 

1, R 

I. PR 

R 

Total 

I__ 

I, R... 

I, PR 

. 

.... 


X umber 

6 

1 

Number 

it 

Nu mbi r 

1 

Xu rnber 

2 

A 'umber 

11 

9 

I 

I, SR, S. 

I, R, S_ 

R.. 

— 

- --- 


. 

.1 

f" l 

1 

I 7 I 

! ! 
i 7 

Total... 



. __ _ | 

7 ' 

12 

2 

| tt 

> an 






i 


1 See footnote 1, table 5. 


Only class 0, 1, and 2, and 3 segregates w ere obtained in the 29 F a 
lines of C. I. 712 X C. I. 438 when inoculated with the collection. 
Combining classes 1, 2, and 3 into a resistant group, the ratio of F« 
lines was 10 immune: 13 segregating:(5 resistant, x 2 for fit of this 
ratio to a 1:2:1 gave a value of P between 0.30 and 0.50. Seed was 
available for testing with form 4 of only 2G of the F 3 lines of this cross, 
and, of these, 14 contained only class () plants, 11 contained predomi¬ 
nantly class 0 with class 1, 2, or 3 segregates in addition, and l line 
contained predominantly class 1 and 2 plants with 1 class 0 plant. 
This single line seemed to resemble C. 1. 712 in reaction to rust. 
These results are similar to those obtained w T ith C. [. 438 X Newland, 
and may be explained by assuming that C. I. 438 carries at least tw o 
factors for rust reaction, one conditioning immunity from both the 
collection and form 4, the other conditioning resistance to the collec¬ 
tion and immunity from form 4. 

The data on C. I. 712 X Newland are presented in table 13. 

Of the 31 F 3 families of this cross, 18 contained susceptible or class 
5 segregates, or both susceptible and class 5 plants when tested with 
the collection. The occurrence of these class 5 and susceptible segre¬ 
gates indicates that the resistance of C. I. 712 is not allelic to the im¬ 
munity of Newland. Further, the proportion of lines showing sus- 
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ceptible segregates suggests that not more than two pairs of factors 
were involved. Considering the class 1, 2, 3, 5, and the susceptible 
plants together, the ratio of F 3 lines was 7 immune: 14 segregating : 10 
not immune. Two of the lines classed as not immune each contained 
a single class 0 plant, but, since immunity is dominant, it is improbable 
that these plants resulted from gcnetieal segregation. The fit of this 
observed ratio to a 1:2:1 is good, P lying between 0.50 and 0.70. 
Total x 2 for goodness of fit to a 3:1 ratio within the segregating F 3 
lines gave P between 0.30 and 0.50. These results are in agreement 
with the assumption of a single dominant factor conditioning the 
immunity of Nevvland. The reaction of the F 3 lines to form 4 seems, 
in general, to be similar to their reaction to the collection, particularly 
when the small number of plants per line is considered. 

Table 13 . - Reaction of parents and of F x and generations of C. I. 712 X Newland 
to collection of rust in greenhouse and to form $ 


Plants in rust class indicated when inoculated with— 


Parent or generation 1 Collection I Form 4 
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Immune X Semihksistant 

In the cross Ottawa 770B X Redwing the two ¥ x plants were im¬ 
mune like Ottawa 770B, while the plants of Redwing were placed in 
classes 5 and 9. The data on the reaction of 03 F 3 lines to the collec¬ 
tion and to form 4 are summarized in table 34. 
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Table 14 .—Correlation table showing the reaction 1 of b\ lines of Ottawa 770B X 
Redwing to collection of rust in greenhouse and to form 4 
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1 See footnote 1, table f>. 


The variability of the Redwing parent, in which both semi resistant 
(class o) arid susceptible plants occurred, illustrates the difficulty of 
formulating a gerietical explanation of the occurrence of the semi- 
resistant segregates. Considering the semiresistant and susceptible 
segregates together in the material inoculated with the collection, the 
ratio of the 63 F 3 lines was 15 immune: 34 segregating: 14 not immune. 
A comparison of this ratio with a 1:2:1 ratio by means of x 2 gave a 
P value of 0.80 to 0.90. Total x 2 for fit to a 3:1 ratio within the 
segregating F 3 families was 25.171 with 34 degrees of freedom. The 
normal deviate was — 1.09±1, indicating that the deviation from the 
expected within the segregating F 3 families was within the errors of 
random sampling. 

The principal differences betw een the reaction to the collection and 
to form 4 of these 63 F 3 lines were found in the semiresistant and sus¬ 
ceptible classes. Since the class 4 and 5 type of reaction w as variable 
these differences may have represented variations due to environment. 
Considering the immune as contrasted to the not immune segregates, 
the agreement of reaction to the collection and to form 4 was nearly 
complete. One line which was segregating wdth the collection was 
classed as immune from form 4. These results indicate that the 
factor conditioning immunity from the collection likewise conditions 
immunity from form 4. 

The data on the reaction of the F 3 families of Ottawa 770B X Bison 
are given in table 15. 

No check plants of either parent inoculated at the same time as 
the hybrid material were available in studying this cross. Immune, 
class 5, and susceptible segregates occurred in the 30 F 3 lines when 
inoculated with the collection. Here again it is impossible to offer 
a factorial explanation for the occurrence of class 5 segregates. 
Combining the class 5 and susceptible segregates, the ratio of F 3 lines 
was 10 immune : 9 segregating : 11 not immune, x 2 for fit to a 1 : 2 : 1 
ratio gave a value of P between 0.05 and .010. Total x 2 for fit to a 3 : 1 
ratio within the segregating F 3 lines gave a P value between 0.70 and 
0.80, a good fit of observed to calculated. The reaction of the F 3 lines 
of this cross to form 4 indicates that the factor conditioning immunity 
from the collection likewise conditions immunity from form 4. When 
these F 3 lines are inoculated with form 4, class 2 and a number of 
(dass 3 segregates occurred. Likewise, Bison, in other tests, contained 
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some class 2 and class 3 plants when inoculated with form 1. No 
factorial explanation of those results seems possible. 

Table 15.— Reaction of F& families of Ottawa 770B X Bison to a collection of rust 
in greenhouse and to form 4 


Plants in rust class indicated when inoculated with - 



i 

— — 

- - - 

- 

- 


— __ 



- 

Parent or 

j 

Collection 

1 




Form 4 




generation 

! 


1 



__ 


.. „ 

_ _ 

_ 


* ! 

8 ! 7 1 

1 1 

8 j 9 

i ! 

o J 

2 


3 1 

5 

7 


families 

1 

l \o j 

1 

V o < t\0 1 

.Yn | Vo. i 

Vo 1 

No 


A« ! 

.Vo 

Vo 


M4K i 

! m 


1 _ J 

ir. - 






. 

(>l IK 1 

1 IK ‘ 



11 * 







It) IK 5 

1 IS 


J i 

19 | 



; 




1)14K li 

1 (i ! 

j ' 

, 

14 : 







lil lK 9 

! 14 

' 

1 

17 







lil 4K Hi 

, 17 

1 


12 i 



. 

. 


1 

<; 14K 22 

3 

' 

. 1 _ 

4 i 




- 



♦i 14K 21. 

, J1 1 

.1 .. 1 

.1 ... i 

12 | 




.. 

. _ . 


5145 1 

! 9 , 



K i 




-- 



5145 2 

17 j 



19 




- 


] 

.*) 145 3. 

' 7 i 

1 1 

' - -! 

^; 



. 1 

- 


4 

()14K 3. 

; in 


f# 

15 ; 



1 i 

1 



«14K 7 

13 

2 ' 

2 

10 , 



3 , 

2 


1 

014K K . 

13 ! 

; ! 

2 , 

10 



2 1 



1 

M4K 11 

U ! 


n 1 

12 1 






<) 

(UlK IK 

13 


4 

12 



1 

3 i 


1 

♦> 14K 20 

3 


2 

3 




1 

1 .. _ 


5145 12 

7 

1 


2 , 


3 





fiU'. 17 

7 


<i | 

K 




3 


2 

M IK 2 

1 

7 

10 * 1 



3 

17 


. ... 


C.14K 17 


1 

5 



2 

1 ' 

11 


4 

M1K 21 


‘J 

3 , 





2 


1 

M I K 23 


l 7 ' 

10 i 





2 


9 

r, 14.*. i 


2 

4 . 




3 

4 


1 

5145 7 


0 1 

5 

1 




9 


4 

'il 4.) 1.1 


1 1 

11 

1 



5 

0 



OMH 12 



15 1 

i 






17 

:.i i *■. 5 



7 







11 

r »l 15 10 


0 

1 




1 . 

5 


... 

5145 11 


3 




1 

' 1 



... 



1mm cne 

X Susceptible 








In Ottawa 770B X Pale Blue and Ottawa 770B X C. I. 479, the not 
immune segregates \aried from class f> to class 10. Since, as already 
pointed out, these five classes probably represent only fluctuations 
due to environment, they have been combined in the genetical analysis 
of these crosses into a susceptible group. The data on these two 
crowssos when inoculated with the collection of rust are summarized 
in table 10. 

Table 10. —Reaction of parents, and of F\ and F\ families of Ottawa 7?0B X Pale 
Blue and Ottawa 770B v (\ /. 47 ,9 to collection of rust in greenhouse 



Parent or generation - —~ —— --?--—~— 

Immune Segregating Susceptible 


! 


Pale Bine. _ . . ... . . do . > . '..j 3s 

Ft . . do A .... 

F$ . ... lines 1 11 33 10 

Ottawa 770B . . . . plants 3K . 

0.1.470. -do ! - .. .. 30 

Fj.. . . . -..lines..| 13 34 17 
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In Ottawa 770B X Talc Bluo, the V\ was iiiummo like Ottawa 770B. 
Tlie fit of the F 3 lines to a 1 : 2 : 1 ratio was good, P lying between 
0.30 and 0.50. Total x 2 for lit to a 3 : i ratio within the segregating 
F 3 lines was 33.788 with 33 degrees of freedom. The normal deviate 
of 0.16 ± 1 was clearly not statistically significant, likewise, in 
Ottawa 770B X O. 1. 479, the lit of the F 3 lines to the theoretical 
1:2:1 ratio was good, P lying between 0.50 and 0.70. Total x 2 
for fit to a 3 : 1 ratio within the segregating F 3 lines was 26.618 and 
the normal deviate was —0.889 ± 1. Thus the deviation from the 
expected ratio was again within the errors of random sampling. 
These results strongly support the hypothesis of a single dominant 
factor determining the immunity of Ottawa 770B. The relation of 
the reaction of the F 3 lines of Ottawa 770B X Pale Blue when inocu¬ 
lated with the collection to their reaction with form 4 is shown in 
table 17. The agreement of react'on in this cross is complete. A 


Table 17. —Correlation table showing the reaction of F& lines of Ottawa 770B X Pole 
Blue and Ottawa 770B X C, /. 479 to collection of rust in greenhouse and to form /, 
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similar comparison for Ottawa 770B X C. 1. 479 is also shown in 
table 17. In this cross the agreement is again complete except for 
two lines. These two exceptions have probably resulted from the 
chance failure to recover recessive segregates among the progeny of 
heterozygous F 2 plants. It seems probable that, in these crosses, the 
factor for immunity from the collection of rust likewise conditions 
immunity from form 4. 

The data on the reaction to the collection of rust or the parents and 
F 2 generation of C. I. 479 X Bolley Golden are presented in table 18 


Table 1 8 . —Reaction of parents and F 2 generation of C. I. 479 X Bolley Golden to 
collection of rust in greenhouse 


Parent or generation 
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Combining classes 1 ami 2 into a resistant group and classes 7, 9, 
and 10 into a susceptible group, the F 2 ratio was 246 immune : 65 re¬ 
sistant :24 susceptible, x for fit of this ratio to an expected ratio 
of 12:3:1 gave a value of P between 0.70 and 0.80. The results in the 
55 F 3 lines are summarized in table 19. 


Table 19. -F 3 lints of C. /. J^V) X liolley Golden, grouped according to their 
breeding behavior when tested with a collection of rust in greenhouse , and the ex¬ 
pected ratio on the basis of turn factor pairs, one for immunity and one for resistance 



Combining the last three classes because of the small numbers, x 2 
for goodness of fit was 1*5.109, a value in excess of x 2 for the 1-percent 
point. The greatest deviation of observed from calculated occurs 
in the F 3 lines segregating for immune, resistant, and susceptible and 
in those segregating for immune and resistant. In the lines segregat¬ 
ing for immune, resistant, and susceptible, on the assumption of two 
pairs of factors, only one-sixteenth of the plants in the line should be 
susceptible. Since the average number of plants per F 3 line was only 
10.02, susceptible segregates would frequently not be obtained among 
the progeny of F 2 plants heterozygous for both pairs of factors, in 
which case the line would be incorrectly classed as segregating for 
immune and resistant. Since the numbers arc too small to permit 
the accurate differentiation of these two classes, it seems logical to 
combine them in the analysis, x 2 for comparing the observed and 
calculated ratios after combining these two classes, and also combining 
the last three classes in table 19, gave a value of P between 0.50 arid 
0.70. These results indicate that the immune strain of Bolley Golden 
carries a dominant factor conditioning immunity and a dominant 
factor for resistance to the collection of rust, the factor for immunity 
being epistatic to the factor for resistance. 


Table 20.- Correlation table showing the reaction 1 of Felines of C.J. 4?9 X Bolley 
Golden to collection of rust in greenhouse and to form 4 



1 See footnote 1, table 6. 
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Seed of 50 of the F 3 lines of this cross was available also for testing 
with form 4. The relation of their reaction to form 4 with their 
reaction to the collection is shown in table 20. Although several 
deviations from an exact agreement occur, these differences could 
have resulted from a failure to recover recessive segregates in some 
cases owing to the small number of plants per line. 

Near Immune X Resistant 

Thirty-four F 3 lines of C. I. 416-3XC. 1. 712, averaging 11.0 
plants per line, were inoculated with the collection of rust. Because 
of the overlapping of the near-immune and resistant reaction, it was 
impossible to distinguish near-immune from resistant segregates. 
Consequently, the genetic factors differentiating near immunity and 
resistance could not be determined in this cross. In addition to near- 
immune and resistant segregates, 3 of the 34 F 3 lines each contained 
a single serairesistant plant and 1 line contained a susceptible segre¬ 
gate when inoculated with the collection. When plants of the F 3 
lines were inoculated with form 4, six lines contained semiresistant and 


Table 21 .—Reaction of parents, and of F\ and F$ generations of C. I. 71% X (Long 
X E) to collection of rust in greenhouse and to form 4 


Plants iri rust class indicated when inoculated with - 



— 

■ — 

— 

— 

— 

— 

— 

—, 

- — 

- - 

Parent or generation 



Colled ion 




Form 4 


0 

1 

! 1 

2 

3 

1 _ ... 

i 7 

. 

0 

■ 

2 

. 1 

, 


No 

No 

No 

1 

! No 

V. 

No 

No 

No 

. 

No 

No , 

C. 1712.... .... 

14 





: 

7 


i 

liOng X E-- - . .. 


12 

5 


1 

. . . i 

12 

1 


Ei_... .. - 

4 

1 




i 

1 

- 


C.I 712.. 

9 

12 




! 10 

4 



Long X E_ 

5 

12 

3 



! It 

1 



Fa famihts: 










0142 4 _ 

3 

6 


1 


i j 

12 

3 

a , 

G142-6. 

1 

2 

10 

4 

.. 


3 

12 

I 

6142-8_ . -- 

1 

3 

7 

3 

1 


12 

5 

i 

6142-9. 

1 

1 

4 1 

- 



2 

h 

l j 

6142 -2_ . . 

2 


8 

4 

. 


2 


fs 

i 

6142 5. 


1 

2 

2 

. ... 



1 

7 

3 ; 

6142-10_ __ 


6 


3 



1 

15 

3 

i 

6142-7. 

1 

1 

9 

2 

.. -- 

2 


1 

13 

•2 ; 

6142-3_ . . 

1 

2 

4 

4 

1 



6 


i j 

6142-1.. .. 

.... 1 

2 

5 

1 

-- 

1 

1 

8 i 

3 

l ! 

5139-2_ . _ . 

14 






10 

4 

3 

. | 

5139-4. 

18 





.. 

17 




5139-6. 

14 






12 

2 


1 

5139-8 .. 

16 





! 14 




5139-10. ! 

12 

1 . . 




! 9 

2 


i i 

5139-15 _ ... ' 

14 





- ! 16 

1 


! "I 

5139-17 ... . i 

15 

; 


. 


. ' 14 

3 


! " 1 

5139-3 

11 

1 

. 



. 1 10 

; 1 


! | 

5139 5 . 

13 

2 





14 



i . ! 

5139 7 _ 

3 1 

3 


. . 




in 



5139-9 . 

!3 | 






10 

| 3 | 



5139-11.. 

15 ! 

! 1 | 





13 


i 


5139-14. ... 

12 

i 1 j 





4 

* 2 



5139-16 . 

11 

1 2 





1 

! 



5139-19.. .. _ 

3 

1 2 






j 9 



5139-23 ... 

10 

1 





6 

1 


j 

5139-36. 

6 

1 





1 




5139-27 _ . . 

12 

4 





12 

2 



5139-28 ... __ 1 

8 

4 





8 

3 
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12 

1 

* 2 
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2 
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Reaction to the collection of rust of parents and Fi plants: A, Bolley Golden x Pale Blue; B, Boiley 
Golden X Abyssinian Yellow; C, Light Mauve x Bison. 
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two linos susceptible segregates. These semiresistant and susceptible 
segregates may have resulted from the absence of allelism of factors 
conditioning near immunity and resistance in the two parents or 
from the segregation of minor modifying factors. Insufficient data 
were available m this cross for selecting between these alternatives. 

The results obtained in C. I. 712 X (Long X E) are given in table 21. 

One striking feature of the reaction of the F 3 lines when inoculated 
with the collection was observed. In the progeny of F 2 family 6142 
the plants were predominantly class 1, 2, and 3 with a few segregates 
also in class 0. In addition, 3 lines out of the 10 showed susceptible 
segregates. On the other hand, progeny of F 2 family 5139 were 
predominantly class 0, 14 of the 21 F 3 families also having segregates 
in class 1 and 2. This sharp dilferenco between F 2 families indicates 
that the two Fj plants were genetically different, probably as a result 
of heterozygosity for factors for rust reaction of one or both of the 
parental lines. A similar situation obtained in the material tested 
with form 4. 

Neak Immune X Semikerihtant 

One cross of near immune X semiresistant, i. e., Light Mauve X 
Redw ing, was studied. When inoculated early in the fall, some plants 
of Redwing were placed in classes 4 and 5 and some were classed as 
susceptible. However, the cross Light Mauve X Redwing was 
inoculated on November 23 when the light intensity and duration 
were much reduced, and at this time Redwing gave uniformly a sus¬ 
ceptible reaction, as is seen in table 22. 

T\hle 22. -Reaction of parents and of fr\ and F 2 generations of Light Mauve \ 
Redwing to a collection, of rust in greenhouse 


Patent or I'nmmt ton 


Plants show mj* indicated reaction 


n ; i 



i 


flodw inti 
Light Mtmve 
Pi - 
Kedwimu.. 
Light Maine 
K 2 . . 


Xn inbi r 


Xu mbt r 


3 


i: :t 

113 20 


\ tun her 1 

\ttmtnr ' 

Xumber • 

\ ti mlur 




U\ 

If. 




2 : 

2 1 


JK 

I 

4 , 

il 

32 


In the additional crosses made in 1934, a resistant plant of Light 
Mauve was used. The four Fi plants were classed as two class 2 
and two class 3 (pi. 3, C). Thus, the resistance of Light Mauve was 
nearly completely dominant to the susceptibility of Redwing. 

Since the Light Mauve plants which descended from the original 
parent of the F 2 and F 3 generations occurred in both class 0 and 
class 1, it seemed logical in the analysis of the segregating populations 
to group the class 0 and class 1 segregates. In addition, the results 
with the Fj plants indicate that class 3 was not greatly different ge¬ 
netically from class 2 but instead may have represented a fluctuation 
due to environment. It is interesting to note that the class 1, 2, and 3 
plants in the F 2 generation made up 18.1 percent of the near-immune 
group (classes 0, 1, 2, and 3), wdiereas 15 percent of the Light Mauve 
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plants were classified as class 1. Combining tlio class 5 and suscep¬ 
tible plants, the ratio in F 2 was 138 near immune:43 semiresistant 
and susceptible plants, x 2 for fit of this ratio to a 3:1 gave a value 
of P between 0.50 and 0.70. This indica tes that a single major factor 
pair differentiates Light Mauve and Redwing as regards reaction to 
the collection of rust. Twenty-six F 3 lines, averaging 7.63 plants per 
line, were studied and a ratio of 11 near immune:7 segregating:8 
semiresistant and susceptible F 3 lines was obtained, x 2 for fit to a 
1:2:1 ratio gave a value of P between 0.02 and 0.05, such a deviation 
being expected only 2 to 5 times out of 100 trials due to chance alone. 
However, with the small number of plants per F 3 line, it is probable 
that some lines were incorrectly classified, particularly those classed 
as near immune because of failure to recover the expected recessive 
segregates. Insufficient seed of tho F 3 lines of this cross was available 
for testing with form 4. 

Resistant X Semiiiesistant 

The data on rust reaction of the parents, and of the I<\ and F 2 
generations of Light Mauve X Bison are presented in table 23. 


Table 23 .—Reaction of parents and F j and F 2 generations of Light Mauve X Bison 
to collection of rust in greenhouse and to form \ 


Plants showing indicated reaction when inoculated with- 


Parent 01 generation 


Collection 


Form \ 


Light Mauve 

Bison. 

Ft _ 

F 2 _ 


! 1 } , 1 : ; 

I | 2 3 i fi i 7 ' 0 ! 1 2 I a 



In the material inoculated with the collection, the five Fi plants 
were placed in classes 1, 2, and 3 (pi. 2, C), the resistance of light 
Mauve being almost completely dominant over the semiresistance of 
Bison. The overlapping of Bison and the F, in class 3 was a source 
of difficulty in analyzing the data, particularly in the F 2 . On the 
basis of parental reaction, 10.5 percent of the plants of the genotype of 
Bison should occur in class 3. If the 21 plants in classes 5 and 7 arc 
used as the basis for calculating the F 2 plants with the same genotype 
as Bison, 2.5 of the class 3 plants should he of that genotype. Com¬ 
bining the remaining class 3 plants with the resistant group, since the 
data on Fi indicates that part of the heterozygous plants will also be 
in class 3, the ratio was 122.5:23.5. x~ for fit of this ratio to a 3:1 gave 
a value of P slightly above 0.01. Twenty-nine F 3 lines were inoculated 
with the collection and a ratio of 9 resistant: 12 segregating : 8 semi¬ 
resistant and susceptible lines was obtained. Five of the eight lines 
classed as semiresistant and susceptible contained class 3 plants, but, 
since class 3 plants also occur in Bison, this seemed legitimate. When 
this ratio was compared with a 1:2:1 by means of x 2 , P was between 
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0.50 wild 0.70. The results in V\ indicate that, although the deviation 
from the expected was rather large in F 2 , Light Mauve is probably 
differentiated from Bison by a single major factor conditioning 
resistance to the collection of rust. 

Since classes 0, 1, and 2 plants occurred in Light Mauve when tested 
to form 4, these were combined in analyzing the F 2 data on reaction 
to form 4. Likewise, classes 3 and 5 both were found in Bison and 
these two classes were also combined in F 2 . This gave a ratio of 
100:17. x 2 for fit of this ratio to 15:1 gave a value of P between 0.05 
and 0.10, suggesting that the resistance of Light Mauve to form 4 may 
be conditioned by duplicate factors. Unfortunately, insufficient seed 
of tho F 3 lines was available for a satisfactory test of their reaction 
to form 4. Therefore it was impossible to draw definite conclusions 
regarding the inheritance of resistance to form 4 in this cross. 

The reaction of the parents, Fj and F 2 generations of O.I. 391 X Light 
Mauve to the collection, is given in table 24. 

Table 24 .—Reaction of parents and of F\ arid F-> generations of C. I. 391 X Light 
Mauve to collection of rust in greenhouse 


l*art»nt nr goiimtiou 


r l m . 

Light Mam t* 
H. 

Fa. 


! Plants show ing indicate 1 '! reaction 



, Xinnbtr Number 1 Number j Number ! Number 

• ..:.H 1 16 

H 26 ..!. 

4 .. 1 ,. 

; 9 . 67 . 11 11 I 10 


All plants of Light Mauve were placed in classes 1 and 2, while the 
plants of O. I. 391 were placed in classes 5 and 7. Of the five ¥ x plants, 
four were placed in class 2 (pi. 3, A) and one was placed in class 5. 
Since O. I. 391 was used as the female parent, it is probable that this 
single class 5 plant was selfed C. 1. 391 rather than a hybrid. In the 
F 2 , combining class 3 with the resistant group and considering classes 
5 and 7 together, a ratio of 87 resistant : 24 semiresistant and sus¬ 
ceptible plants is obtained. The fit to a 3:1 ratio is good, P lying 
between 0.30 and 0.50, thus supporting the evidence of a single 
dominant factor conditioning the resistance of Light Mauve to the 
collection. 

Resistant X Susceptible 

Two crosses of resistant X susceptible, involving Bollev Golden 
with Bale Blue and with Abyssinian Yellow were studied. All plants 
of Bolley Golden inoculated as checks with these crosses were placed 
in classes 1 and 2, whereas all check plants of Pale Blue and Abyssinian 
Yellow were in class 7. The hybrid plants, both in F 2 and F 3 , occurred 
in classes 1, 2, 6, and 7. In the analysis of the data, classes 1 and 2 
were combined into a resistant group, while classes 6 and 7 were 
considered as susceptible. This seemed logical not only on the basis 
of parental reaction, but also because of the sharp difference between 
the segregates of the two different groups. The data on the reaction 
of these two crosses to the collection of rust are summarized in table 25. 
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Table 25. /{faction of parents and of F \, F* t and Fa generations of Bolley Golden 
X Fate Blue and Holley Golden > Abyssinian Yellow to collection of runt in 
greenhouse 


Parent or generation 


Policy Golden. 

Pale Blue.. 

F,. 

F 2 —. 

F,. 

Policy Golden _ 

\byssiman Yellow _ 

Fi ..... . 

Fs . .. _ 

K.i. 

In both crosses, the Fj plants were resistant (pi. 2, A and B). In the 
F 2 generation of Bolley Golden X Pale Blue, x 2 for fit to a 3:1 ratio 
gave a value of P between 0.80 and 0.90. Comparing the ratio of F 3 
lines to 1:2:1 by means of x 2 gave, in this case, a value of P between 
0.80 and 0.90. The total x 2 for fit to a 3:1 ratio within the segregating 
F 3 lines was 5.351 and P was in excess of 0.99. Such a good fit is 
expected less than once in 100 trials. However, the number of plants 
per F 3 line was only 10.3 and such a low r x 2 value may have resulted, 
in part at least, from the small numbers. 

In the F 2 generation of Bolley Golden X Abyssinian Yellow, x 2 for 
fit to a 3:1 ratio gave a P value between 0.95 and 0.98. When the 
ratio of F 3 lines was compared with a 1:2:1 ratio, P lies between 0.01 
and 0.02. However, the average number of plants per F 3 line was 
only 10.4. Therefore, susceptible segregates would not always be 
recovered in the progeny of heterozygous F 2 plants, in which case the 
linos would be classed as resistant. Total x 2 for fit to a 3:1 ratio within 
the segregating F 3 lines gave a P value between 0.98 and 0.99. Also 
in this case the Jow T x 2 value may have resulted from the small number 
of plants in the F 3 lines. The preponderance of evidence in these two 
crosses is in support of the assumption of a single dominant factor 
conditioning the resistance', of Bolley Golden to the collection, a 
hypothesis suggested by the results obtained in Ottawa 770B X Bolley 
Golden. Material of these two crosses was likewise tested with form 
4, and the data on the reaction of parents and Fj and F 2 generations 
are given in table 20. 

Table 26 .—Reaction of parents, and of F\ and F 2 generations of Bolley Golden X 
Pale Blue and Bolley Golden X Abyssinian Yellow to form 4 


Plants or lines showing indicated reaction 


plants 

. .do_ 

. .do., 
-do 

. lines 
plants 
do 
do. 
do 
lines 


.Resistant 


4 

225 


3 

1(H) 

12 


Segregating 


Susceptible 


73 

9 


•44 


30 

13 


Plants showing indicated reaction 


0 


Number 

20 


l 

2 

i 7 

l 

Number , 

Number 

Number 



IS 

14 

4 



IS 

.42 

103 

39 

34 

3 

3H 

64 j 

.02' 

53 


Parent or generation 


Bolley Golden.. . 

Pale Blue.. 

Fj. 

Bolley Golden.... 

Pale Blue. 

F a . 

Bolley Golden.. .. 
Abyssinian Yellow. 
F*.— 
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The 20 plants of Bolley Golden that were progeny of the plant used 
in the cross with Pale Blue in the summer of 1934 were all class 0 when 
inoculated with form 4. Likewise, the four F x plants were class 0. 
The 18 planks of Bolley Golden which were progeny of the original 
parent of the cross from which the F 2 material of Bolley Golden X Pale 
Blue descended were placed in classes 1 and 2. All plants of Pale Blue 
were in class 7, i. e., susceptible. Combining the class 1 and 2 segre¬ 
gates in F 2 into a resistant group, the ratio was 145:39. x 2 for fit of 
this ratio to 3:1 gave a P value between 0.20 and 0.30. In Bolley 
Golden X Abyssinian Yellow , combining classes 1 and 2, a ratio of 
120:53 w as obtained, x 2 for fit to a 3:1 ratio gave a P value between 
0.10 and 0.20. 

The association of the reaction of the F» lines of Bolley Golden X 
Pale Blue to the collection with their reaction to form 4 is shown in 
table 27. It can be seen from these data that the agreement is almost 
complete. In the one line classed as resistant to the collection and 
segregating with form 4, only nine plants were tested to the collection. 
Likewise, in the two lines classed as segregating with the collection 
and resistant to form 4, only six and four plants, respectively, were 
tested with form 4. A similar situation is shown in table 27 for the 
F : < lines of Bolley Golden X Abyssinian Yellow. 

Tahle 27.— Correlation table showing the reaction of F,< lines of Bolley Golden v 
Pale Blue and Bolley Golden Abyssinian Yellow to collettion of rust in green¬ 
house and itt form \ 

BULLED OOLDEN X CALK B1.VE 


Benetton to collection 


Read ton to form I 



Resistant 

sejrreuat inv 

Suscepuble 

Total 


A umlnr 

A T umlnr 

A it tuba 

Xu mbtr 

Resistant 

> r, 

>j | 


8 

Scfjrctf mne 

l 

10 


11 

Susceptible 



9 

9 

Total 

i 7 1 

12 , 

9 

2s 


ResiMaut 
Seuiegtii mir 
Susceptible „ 

Total . 


BOLLEY C,OLDEN X \BVSS1MAN YELLOW' 


In the one line classified as resistant to the collection and segre¬ 
gating with form 4, only eight plants were tested to the collection. 
These results indicate that the factor which conditions the resistance 
of Bolley Golden to the collection also determines its resistance to 
form 4. 

Semihesistant X Susceptible 

The data on reaction of parents and Fj and F 3 generations of C. 1. 
479 X Bison and Pale Blue X Bison to the collection, are summarized 
in table 28. 
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Table 28. —Reaction 1 of parents and of F\ and F 3 generations of C. I. 479 X Bison 
and Pale Blue X Bison to collection of rust in greenhouse 


Parent or generation 


Number of plants oi lines showing 
indicated reaction 


SR 


SR. S S 


C. T 479......plants. 

Bison... - - - - - -..do — 

Fi. . . do ... 

Fi ..- _ . -- .. _ .lines.. 

Pale Blue.. ... .. plants. 

Bison.. . do— 

Fi.. .. do 

Fa.. . ...linos.. 


26 

4 

7 


20 


:u 

n 

i 

40 



67 


i Sco footnote 1. table 5. 


In C. I. 479 X Bison, all of the plants of C. I. 479 were classified as 
susceptible. The plants of Bison varied from semiresistant to sus¬ 
ceptible and the four plants were placed in class 5, indicating dom¬ 
inance of semiresistance in this case. Of the 31 F 3 lines studied, 7 
contained only semiresistant (class 4 and 5) plants, 20 contained 
both semiresistant and susceptible segregates, and 4 were classed as 
susceptible. One of the four susceptible lines also contained a single 
class 5 plant which might have resulted from genetical segregation or 
which might have been a natural hybrid. In view of the variability of 
Bison from semiresistant to susceptible, an attempt to give an exact 
factorial explanation of the results obtained in this cross does not 
seem expedient When these F a lines were inoculated with form 4, 
class 3 segregates occurred in 10 of the lines. Likewise, 4 of the 34 
plants of Bison were placed in class 3. Again no factorial explanation 
of the results could be given. 

All of the plants of Bison, Pale Blue, and the Fj of the cross Pale 
Blue X Bison were classed as susceptible. This behavior of Bison is 
unique so far as these studies are concerned, although Flor Ui) re¬ 
ported Bison as susceptible in his studies of greenhouse reaction. 
The variability of the reaction of Bison from semiresistant to sus¬ 
ceptible in other inoculations in this experiment indicates that its 
reaction may be readily influenced by the environment. Therefore, 
it is perhaps not surprising to find conditions under which all plants 
of Bison are susceptible. In the 04 F a lines of this cross, 27 contained 
both class 4 and susceptible plants, the remaining 37 lines being sus¬ 
ceptible. Again, in this cross, it does not seem possible to give a 
factorial explanation of the results. 


Crosses Involving C. I. 649 

Since the analysis of the reaction of the check plants of C. I. G49 
showed that this variety was quite variable in its rust reaction, it 
seemed desirable to discuss the crosses in which it was involved 
together. 

The reaction of the parents and F 2 generation of Ottawa 770B X 
C. I. 049 to a collection of rust is shown in table 29. 

The plants of C. I. 649 ranged in reaction from class 1 to class 5. 
Combining these four classes m the F 2 generation, the F 2 plants are 
found to occur in the ratio of 426:134:31. x 2 for fit of this ratio to a 
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12:3:1 gave a value of P between 0.02 and 0.05. Thus a deviation 
as great or greater than this would be expected by chance only 2 to 5 
times in 100 trials. 

Table 2 ti.— -Reaction of parents and F 2 generation of Ottawa 770B X C. I. 649 
to collection of rust in greenhouse 



! 

Plants showing indicated reaction 


Parent or generation 

1_ 

, -- — 

-- 

_ _ - 

— .. 



0 

1 


3 

5 

7 


Number 

Number 

Number 

Number 

Number 

Number 

Ottawa 770B_ - . 

75 j 






C. 1.6411.. 

_i 

8 

’’5 

35" 

20 i 


F 2 .—.-. 

426 

27 

6 1 

! 

51 

1 

50 

31 


In the crosses involving C. I. 649 with Light Mauve and with the 
three seiniresistant varieties, Bison, Redwing, and C. I. 391, consider¬ 
able killing of the hybrid material as well as the plants of C. I. 649 
occurred in the incubators when an incubation period of 48 hours was 
used. All material of these crosses was replanted and an incubation 
period of 24 hours was used. Almost no injury occurred with this 
shorter period in the incubators. However, this necessity of re¬ 
planting reduced the supply of seed so that insufficient seed was avail¬ 
able for testing with form 4. The reaction to the collection of rust 
of parents, F It F 2 , and F 3 generations of these crosses is summarized 
in table 30. No factorial explanation can be given for the results in 
these crosses, although it seems probable that multiple factors were 
involved in determining the type of reaction of C. I. 649. 

Table 30. —Reaction 1 of parents , and of F 1# F« t and F% generations of crosses 
involving C. /. 649 to collection of rust in greenhouse 


Light Mauve 
F,._ 

Ft 

C I 1)49 .... 
Bison.. 

F,.. - 

F 2 . 


c ] r>4v» .... 
Redw mg.... 
Fi . - 

Fa. 

Fi. 

r i.39i. ... 
C. I. t>49 
Fi. 

F?. 


Number of plants or lines showing indicated reaction 


| I 

it !ii,sii f s; k, sit ! R.s 


SK 


SR, S 


plants 
do.. 
lines 
plants 
..do... 
-..do . 

.. do-.. 

.. lines 
plants 
..do ... 
.do ... 


...do . 
.. Imes- 
plants 
.. do. . 

..do. . 
...do... 


2<» .i 

r> '., 

17 i 5 - 

17 , . . ' 

i: 

50 .. 


34 

43 


i_ 


13 


11 .. 


25 i .... ; 

4 . . 

57 I . .; 

1 l 

5 . I 

I.. 

3 U .... i 
52 j_ | 

a i 6 i 

II !. ! 


137 


I 

30 


19 

”7 


See footnote 1, table 5. 


Correlation of Field and Greenhouse Reaction 

For the plant breeder, a knowledge of the extent of correlation of 
field reaction with the rust reaction of young plants in the green¬ 
house is of considerable importance. The reaction of the parents 


























662 


Journal of Agricultural Research 


Vol 55, no. 9 


both under field conditions and in the greenhouse has already been 
discussed. Two varieties, Long X E and C. I. 416-3, which showed 
a near-immune reaction in the greenhouse, and C. I. 712, resistant 
under greenhouse conditions, were immune in the field. The reaction 
of the other varieties in the greenhouse was comparable to their field 
reaction, except C. I. 649, which was somewhat less resistant in the 
greenhouse than in the field. 

The critical test of whether the same genetic factors govern field 
and greenhouse reaction is afforded by a study of hybrid material. 
Such information was available in only two crosses in this study. 
Progenies of 54 of the 55 F 2 plants of Ottawa 770B X Pale Blue, 
which were studied in the field, were inoculated in the greenhouse 
both with the collection and with form 4. Of the 44 F ? plants that 
were immune in the field, 11 had only immune progeny in the green¬ 
house, while the progeny of 33 plants segregated for immune and 
susceptible. The 10 F 2 plants that were susceptible in the field had 
only susceptible progeny in the greenhouse. Tne rust reaction in the 
fieki of 99 F s lines of Ottawa 770B X Redwing has been discussed. 
Seed was available for testing in the greenhouse of 92 of these lines 
and they were inoculated with form 4. The relation between the 
field reaction and the reaction to form 4 of the F 3 lines is shown in 
table 31. 

Table 31 .—Correlation loble showing the reaction of lines of Ottawa 77OB Y 
Bedwing to rust in the field and to form 4 in the greenhouse, 


Reaction to form 4 


Immune_ _ 

Segregating., -. 

Kusted... __ 

Total . _ 


Lines showing indicated field reaction 


Immune 

j SegiegHting 

j Rusted i 

Tot ul 

Nu mber 

Number 

Number j 

Number 

27 

! 2 


29 

. 

’ 42 

21 *: 

42 

21 

27 

! 44 1 

21 [ 

92 


The results obtained in these two crosses indicate that the same 
genetic factor conditions the immunity of Ottawa 770B in the green¬ 
house and in the field. 

* DISCUSSION 

A summary of the reaction to the collection of rust in intercrosses of 
the immune, near-immune, and resistant varieties and the suggested 
genotypes of these varieties are presented in table 32. 

The results obtained in all of these crosses except those involving 
Long X E can be explained by assuming factors in two different 
allelic series, in which L and M are duplicate factors conditioning 
immunity from the collection. I" and m n are duplicate factors con¬ 
ditioning near immunity, l n being allelic to L and m n allelic to M. 
l r and m T are duplicate factors conditioning resistance to the collec¬ 
tion, l T being allelic to L and l n and m r being allelic to M and m n . 
On this basis, susceptible segregates or varieties would carry the 
recessive allels in each series and would be of the genotype ll mm. 
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Table 32. — Summary of the reaction to the collection of rust in intercrosses of 
immune , near-immune, and resistant varieties and the suggested genotypes of these 
varieties 


Variety and Ottawa 770B 

genotype LL mm 


V. I 438 LL 
m r m r . 

Now land ll 
MM. 

C J 410-3 ll 

TO" TO". 


Long X E l n l n 

TO"TO'. 


Immune ... 

Immune and sus¬ 
ceptible. 

Immune, near im¬ 
mune, and sus¬ 
ceptible 

Immune and near 
immune. 


C I. 712 Vl r Immune, resist- 
toto ant, and a few 

semircsistant 


Hollo Golden 


Light Mauve 


Immune, resist¬ 
ant, and sus¬ 
ceptible 


C. I. 438 LLm r m r 

Newland U MM 

C. 1.416-3 U w" 

immune and re- 



sistant 



Immune 

Immune and 


near immune. 


Immune, near 

do. 

Immune and 

immune, and 
a few suscep¬ 
tible 


near immune. 

i 

Immune and re- I 

Immune, resist¬ 

Near immune, J 

sistant i 

ant, and sus¬ 

resistant, and j 

! 

1 

ceptible. 

a few r suseep- i 
tible. 1 

-- - 1 

| 

1 



.1. I ! 


Long X K 
l n l * in n rn m 


Near immune, 
resistant, and 
susceptible. 


The proportion of susceptible segregates in the cross of Ottawa 
770B X Newland indicated that the immunity of these two varieties 
was, in each ease, conditioned by a single dominant factor, the factors 
in the two varieties not being allelic. Studies of seven other crosses of 
Ottawa 770B with resistant, semircsistant, and susceptible varieties 
confirmed the assumption of a single dominant factor for immunity 
in Ottawa 770B. Likewise, the results in (\ 1. 712 X Newiand sub¬ 
stantiated the assumption of a single dominant factor conditioning 
the immunity of Newland. On this basis, the genotype of Ottawa 
770B could be written LL mm and that of Newland ll MM. The 
occurrence of susceptible segregates in C. 1. 410-3 X Ottawa 770B 
indicated that C. I. 410-3 did not carry a factor for near immunity 
allelic to L while the absence of such segregates in C. 1. 410-3 X New¬ 
land suggested that 0.1.410 3 carried the factor m n for near immunity 
which was allelic to the M factor carried by Newland. 

Susceptible segregates were obtained in C. 1. 712 X Newland, 
suggesting that O. I. 712 did not carry a factor for resistance allelic 
to the M factor of Newland. In Ottawa 770B X (\ I. 712, a fewr 
semircsistant segregates obtained. These could have resulted from 
the segregation of minor modifying factors with C. I. 712 carrying 
the l r factor for resistance allelic to the factor of Ottawa 770B. On 
this assumption, susceptible segregates would be expected in C. I. 
712 X C. I. 41b- 3. Actually, a fcw r semircsistant and susceptible 
segregates were found in this cross, but fewer than would be expected 
on the hypothesis. It is possible that these segregates were likewise 
conditioned by modifying factors and that these two varieties carried 
a factor for resistance not allelic to either L or M. However, the 
evidence is not conclusive. 

Results in the crosses of C. 1. 438 with Ottaw r a 770B and Newiand 
suggest that C. I. 438 carried the same factor that conditions the 
immunity of Ottawa 770B and a factor for resistance, m r , w r hich was 
allelic to the M factor carried by Newland. Thus the genotype of 
C. I. 438 would be LL m r m r . This w r as further substantiated by the 
results ill crosses of C. I. 438 with 0. I. 712 and C. 1. 41G-3.* No 

32771—37-3 
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semiresistant or susceptible segregates obtained in either of these 
crosses. The behavior in crosses involving Long X E was not entirely 
consistent. No susceptible segregates were obtained either in crosses 
of (Long X E) X Newland or Ottawa 77OB X (Long X E), sug¬ 
gesting that Long X E carried factors allelic to both the L and M 
factors. On this basis, no susceptible segregates would be expected 
in crosses of Long X E with C. I. 438 or C. I. 712, whereas susceptible 
segregates were obtained in both crosses. Results in both of these 
crosses indicated that one or both parents used in making the crosses 
were heterozygous, a fact which might have accounted for the sus¬ 
ceptible segregates. 

Crosses of the resistant strain of light Mauve with two semi- 
resistant varieties, Bison and C. 1. 391, indicated that a single 
dominant major factor determined the resistance of Light Mauve. 
Likewise, the results in crosses of the resistant strain of Bolley 
Golden with the two susceptible varieties, Bale Blue and Abyssinian 
Yellow, were explained by the assumption of a single dominant 
factor conditioning the resistance of Bolley Golden. In crosses of 
these two varieties with Ottawa 770B, about one-sixteenth of the* 
F 2 segregates were semiresistant or susceptible, indicating that the 
factors for resistance carried by these two varieties were not allelic 
to the L factor conditioning immunity in Ottawa 770B. No crosses 
were available either for determining whether these two resistant 
varieties, Light Mauve and Bolley Golden, carry the same factor for 
resistance or for determining the relationship with the M factor of 
these factors for resistance. 

The immune strain of Bolley Golden was found to carry a single' 
dominant factor for immunity and another dominant factor condi¬ 
tioning resistance which was hypostatic to the factor for immunity. 
The results in the cross of the near-immune strain of Light Mauve 
with Redwing suggested a single factor difference between these two 
varieties as regards reaction to the collection of rust. No crosses 
were available for studying the relation of the factors carried by 
these two strains with the factors for immunity, near immunity, or 
resistance contributed by the other varieties studied. 

A definite factorial explanation could not be given for the inherit¬ 
ance of the C. I. 649 type of reaction. The results suggested that 
multiple factors might be involved. Likewise it was impossible to 
place the inheritance of the semiresistant type of reaction on a 
definite factorial basis. 

SUMMARY 

The nature and interaction of genes conditioning different types of 
reaction to rust and the relationship of genes conditioning the same 
type of rust reaction in different varieties was studied with physiologic 
form 4 and a collection of rust. Thirty-seven crosses involving 17 
strains and varieties of flax were used in these studies. 

In the field studies, Ottawa 770B, C. T. 438, Newland, Long X E, 
C. I. 416-3, C. I. 712, and one strain of Bolley Golden were found to 
be immune from rust. One strain of Bolley Golden and the varieties 
Light Mauve arid C. 1. 649 were resistant, Bison and Redwing were 
semiresistant, and C. 1. 391, Pale Blue, and Abyssinian Yellow were 
moderately susceptible. The immunity of Ottawa 770B in the field 
wa§ conditioned by a single dominant factor. 
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In the greenhouse studies with the collection of rust, Ottawa 770B, 
Newland, C. I. 438, and one strain of Bolley Golden were immune. 
Long X E, C. I. 416-3, and one strain of Light Mauve were near 
immune. C. I. 712 and strains of Bolley Golden and Light Mauve 
were resistant. Bison, Redwing, and C. I. 391 were semiresistant 
and Pale Blue and Abyssinian Yellow were susceptible. C. I. 649 
gave a mixed reaction varying from resistant to semiresistant. 

Immunity was dominant to near immunity, resistance, and sus¬ 
ceptibility, and resistance was dominant to semiresistance and 
susceptibility in the crosses used in this study. 

The reaction to the collection of rust of crosses involving Ottawa 
770B, Newland, O. I. 438, C. I. 416- 3, and C. I. 712 w r as explained 
by assuming factors in two different allelic series, L and M. L and M 
are duplicate factors conditioning immunity. l n and m n condition 
near immunity, l n being allelic to L and m n allelic to At. l r and m r 
condition resistance to the collection, l r being allelic to L and l n and m r 
allelic to 21/ and m n . On the basis of this hypothesis, the genotype 
of Ottawa 770B is LL mm; Newland, II AIM; C . I. 438, LL m T m r ; 
C. I. 410-3, ll m n m\ and (\ I. 712, l T l T mm. 

Results in crosses involving Long X E indicated that it probably 
carried the l n and m n factors. The occurrence of susceptible segre¬ 
gates in V. I 438 X (Long X K) and O. 1. 712 X (Long X E) may 
have resulted from heterozygosity of the parental material. 

A single major factor apparently conditioned resistance to the 
collection both in the resistant strain of Light Mauve and in Bolley 
Golden. CVosses with Ottawa 770B indicated that neither of these 
varieties carried a factor for resistance allelic with L. No crosses 
were available for determining the relationship of the factor or factors 
in these varieties with the At series of allels. 

The immune strain of Bolley Golden carried two factors, con¬ 
ditioning immunity and resistance, respectively, to the collection. 
A single' major dominant factor conditioned the near immunity of 
the strain of Light Mauve to the collection. No data were available 
for determining the relationship of factors in these two strains w r ith 
L or M series of allels. 

No factorial explanation could be given for the inheritance of the 
l\ I. 049 type of reaction or of the semiresistant reaction. 

Reaction of the parents to form 4 was similar to their reaction to 
the collection. Bison and O. I. 649 seemed somewhat more resistant 
and Redwing and O. 1. 391 somewhat more susceptible to form 4. 
This difference may have been conditioned by environmental factors. 

In general the reaction of hybrids to form 4 w r as similar to their 
reaction to the collection. Results indicated that the same factors 
conditioned the immunity of Ottawa 770B and Newland from the 
collection and from form 4. The factors determining immunity 
and resistance to the collection in crosses involving the immune 
strain of Bolley Golden likewise conditioned immunity and resistance, 
respectively, to form 4. In hybrids involving the resistant strain of 
Bolley Golden, the same factor conditioned resistance both to the 
collection and to form 4. There was evidence that the m f factor of 
(\ 1. 438, which conditioned resistance to the collection, determined 
immunity from form 4. Two duplicate factors appeared to bo 
conditioning the resistance of Light Mauve to form 4. However, 
this evidence was not conclusive. 
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The factor conditioning the immunity of Ottawa 770B in the 
field also determined its immunity in the greenhouse both when 
inoculated with the collection and with form 4. 
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TWIG LESIONS AS A SOURCE OF EARLY SPRING 
INFECTION BY THE PEAR SCAB ORGANISM 1 

By J. R. Kienholz, junior pathologist , Division of Fruit and Vegetable Crops and 
Diseases, Bureau of Plant Industry , United States Department of Agriculture; 
and L # ehot Childs, superintendent , Hood River Branch Experiment Station , 
Oregon State Agricultural ('allege 2 

INTRODUCTION 

Pear scab (Venturia pxjrina Aderh.) lias been known to be present 
in the Hood River Valley of Oregon for the last 20 years but has become 
of commercial concern only since 1932. During that year two pear 
(Pyrus communis L.) orchards produced as much as 80 percent of 
scabby fruit, and in 1934 plantings at a distance of nearly 2 miles 
from the original infection centers showed some scab. The disease 
has increased also in parts.of southern and western Oregon and western 
Washington. 

In the course of experiments for scab control in the Ilood River 
Valley, conducted by the writers, several new facts concerning the life 
cycle of the pear scab organism in relation to control measures were 
k established. The early dispersal of conidia from overwintering scab 
' lesions on twigs, the effect of spray materials in relation to this phase 
of the disease, and the comparative importance of conidia and asco- 
spores in initiating primary infections are especially worthy of consid¬ 
eration in this connection. 

TWIG INFECTION 
HISTORICAL REVIEW 

Frequent reference has been made to shoot infection on trees since 
Aderhold (/) 3 first described pear scab as occurring on young branches. 
English writers generally agree that conidia produced from this type 
of carry-over are almost entirely responsible for primary spring 
infections, and that ascospore discharge from leaf material is of only 
minor importance (», 14 ). The more outstanding contributions are 
reviewed by Marsh (14)- In Australasia, workers generally have found 
that ascospores appear to be more important in initiating primary 
infections than conidia produced by the fungus overwintering on the 
young shoot growth.. Data substantiating this view are found in 
publications by Cunningham (#), Curtis (4), Hearman (10) f and Pitt¬ 
man (Hi) and in additional references cited in these papers. Dowson 
(()), however, emphasizes the importance of twig lesions as a source of 
infection at the time when sprayings are practically over. 

' Received for publication duly 31,1V*3C, issued December 1937. Cooperative investigation of the Division 
of Fruit and Vegetable Crops ami Diseases, Bureau of Plant lmlustr>, U 8 Department of Agriculture, 
and the Oregon Agricultural Experiment Station. 
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ment of Agriculture, for suggestions in the preparation of the manuscript. 
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Very few published data have appeared in the United States, especially 
in recent years, on the twig phase of pear scab, or on entirely effective 
control measures. Duggar (7) has given a general survey of earlier 
work in this country, and Heald (9) has supplemented it. Smith (17) 
found that under California conditions primary infections were due to 
spores liberated from scab pustules on w r ood growth of the past season. 
His observations and experimental work were substantiated by the 
results of commercial field tests for the control of the disease. Thomas 
(18), however, concluded that ascospores are the principal source of 
primary infections in California since a search in commercial orchards 
in 1929 revealed that the great majority of the current season's lesions 
had been circumscribed by a cork layer before the end of the growing 
season. 

Differences of opinion appear to exist also among investigators of 
the Pacific Northwest. Fisher and Newcomer (8, p. 7) state: 

In the treatment of pear scab it is important to dispose of all possible sources of 
infection, and to this end twig cankers, if present, should be removed in pruning 
and the infected wood burned. Some disposition should also be made of fallen 
leaves which harbor the fungus over winter, and which are the most important 
source of earl) spring infection. 

Although not ignoring the function of this ascospore material, 
Jackson (11) pointed out that the disease was more difficult to control 
in Oregon w here twig infections were present, and that several seasons 
might be required to rid the orchard of this source of infection. 

Other than a brief statement by Marsh (14) on twig scab control, 
the writers' preliminary report (18) appears to constitute the only 
record of the effect of sprays on this phase of the disease. Patholo¬ 
gists have tended to base control recommendations on results obtained 
with the closely related apple scab, but such recommendations have 
sometimes been found of doubtful application to pears, especially in 
relation to twig lesions as overwintering sources of infection. 

VARIETAL SUSCEPTIBILITY 

Approximately half the pear acreage of the Hood River Valley is 
planted to Anjou, a variety very susceptible to twig attack. Easter 
Beurre (planted mainly as a pollinator), Flemish Beauty, and Forelle 
are also very susceptible, but they constitute a minor portion of the 
plantings in this locality. 

Fruit of the Bartlett, the second leading variety, is often slightly 
affected, especially when interplanted among other heavily infected 
trees, but twig infections are extremely rare. Bose is intermediate 
between Anjou and Bartlett in respect to both fruit and twig attack. 

The fact that various degrees of susceptibility have been assigned 
to these same varieties in other regions indicates that environmental 
responses or specialized strains of the organism may exert an influence 
on infection. 

In a small planting bordering the Hood River Valley, Bartlett twigs 
have been found severely scabbed. The greater precipitation and 
humiditv in this section appear to be the factors that allow the parasite 
to attack this variety so severely. 

CYCLE OF INFECTION 

New growth of susceptible twigs may be infected at any time during 
ihA growing season, but infection occurs more commonly in the Hood 
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Kiver Valley during spring mouths when rainfall is frequent. During 
spring and summer months, new lesions appear merely as small blister¬ 
like cushions, often with a prominent lenticular spot at their centers, 
or on certain varieties as shallow spore-producing stromata. Occa¬ 
sionally the host forms a corky layer beneath the cushion or stroma 
and partially sloughs it off during the current season. This type is 



Florins J Poor scab on Anjou twigs Middle twig shows depressions remaining on 2-year-old wood after 
the sail) spots have been sloughed off From material collected during Ma>. 

more easily seen, appearing as a small caukerliko injury. After the 
primary establishment of the fungus it usually remains" more or less 
inactive until winter, when the trees become dormant. Active en¬ 
largement of the fungus fruiting structure then occurs, and by early 
spring conidial formation has started. Dissemination of these conidia 
takes place during rainy periods throughout the season or until the 
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pustules become sloughed oil' by renewed tree activity. (For a 
detailed account of the histological features of this cycle, see Marsh’s 
article ( 14 ), which is substantiated by the writers' observations.) 
These twig infections (fig. 1) are generally sloughed off during the 
growing season or before the tree again becomes dormant, although 
occasionally a few remain partially attached and contain viable 
conidia the next season. In this case the fungus penetrates the host 
barrier and may form a new pustule unless a second abscission layer 
is successful in arresting its growth. Oftentimes 4- and 5-year-old 
wood still show’s evidence of previous infections in the form of circular 
depressions. Only a short period of activity of these twig pustules is 
necessary to cause primary spring infections, a fact which Thomas (18) 
appears to have overlooked. 

EXPERIMENTAL METHODS 

Three orchards in the Hood River Valley were examined in 1934 
and two of them again in 1935 to discover at what time primary 
infection occurred and which spore form was involved. The first 
orchard was severely infected in both years, and previous studies 
showed that humidity had reached 100 percent on all but four nights 
during the preceding summer. Scab had been present for several 
years, and conditions for its development were ideal, since 100 percent 
of the unsprayed fruit was affected. In the second orchard, which 
w r as believed to represent more closely the general run of orchards in 
which scab had obtained a foothold, less than 50 percent of the 
unsprayed fruit had been scabby the previous year. The Oregon 
State Experiment Station’s orchard at Hood River, where scab had 
never been present, was used as a check plot. 

Spore traps were made by tying together, back to back, tw r o slides 
with outer surfaces coated with petrolatum. Three traps per tree 
were tied in a vertical free-hanging position at heights of 2, 8, and 10 
feet above ground in a representative tree of each orchard. One 
square inch of each slide was examined under the microscope each 
week or after periods of heavy rain, for the purpose of recording spore 
catches. 

Ascospore discharge records from overwintered leaves, brought to 
the laboratory and exposed to natural conditions, were also kept. 
Five leaves bearing perithecia were placed in a shallow' box on a 
natural orchard soil covering. Ordinary glass slides were then placed 
directly over each leaf on narrow wood supports to keep them from 
being m contact with the leaf surface. This procedure is essentially 
the one described by one of the writers (2) in a report of apple scab 
studies. Discharged spores readily stuck to the glass surface. These 
slides were examined at the same periods as the spore traps hanging 
in the orchard. Because of the numbers involved, however, the 
average number of ascospores caught per square millimeter w r as used 
to bring these values in line with other charted data. 

SEASONAL DEVELOPMENT AND SPORE LOAD IN RELATION TO 

SCAB 

Records of the weather and of the volume of spores in relation to the 
prevalence of pear scab in the experiments of 1934 and 1935 are shown 
graphically in figures 2 and 3. Weather data in the charts are given 




Fioi'RB 2 -Weather and spore records in relation to pear scab, l»3t: .4, Maximum and minimum tcmjiera- 
tures; H, scab infection on fruit of unsprayed trees, o, stages of development and infection of buds, blos¬ 
soms, and fruit; I), record of spores, light lines coming to a point represent number of ascosporcs per square 
millimeter from captive leaves; black bars represent number of conidia per square inch (6J-4 square centi¬ 
meters) caught in orchard; It\ record of rainfall. 


for the station at Hood River, since records are unavailable for the 
other orchards in which experiments were conducted. 

SPORE RECORDS FOR 1934 


It has been pointed out by previous workers that ascospore discharge 
occurs only during rainy periods and that conidia of the fungus are 
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Figure 3 — Weather and spore records in relation to i>ear scab, 1935: A, Maximum and minimum tempera¬ 
tures; B, scab infection on unsprayed trees; C, stages of development and infection of buds, blossoms, and 
fruit; JD, record of spores; light linos coming to a point represent number of ascospores per square milli¬ 
meter from captive leaves; black bars represent number of eonidin per square inch (6 H square centimeters) 
caught in orchard; E, record of rainfall. 
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readily dislodged by moisture but not by wind alone. Figure 2, 1) 
and E, shows this relation for ascospores from captive leaves and for 
conidia caught on slides hanging in heavily infected trees during the 
1934 season at Hood River. Although ascospores were caught in 
large numbers on slides placed directly above overwintered leaves, 
only three were captured during the entire season on the traps hanging 
in the trees. These three were recorded April 30, June 4, and June 25. 
Conidial catches in the trees, however, were comparatively large. 
A local shower fell in the orchard July 9, which explains why conidia 
were caught at that time. Although total rainfall was slightly higher 
in this orchard than at the Hood River station orchard, except for 
July 9, the periods of distribution w r ere the same. 

The first catch of conidia was made during the rainy period starting 
February 20. It is doubtful whether infection could have occurred 
at that time, since the buds were not open (fig. 2, C ). Unusually 
high temperatures during the early spring months, how T ever (fig. 2, A), 
favored rapid grow th, so that by March 2G, the start of the next rainy 
period, which yielded the first conidial catch of any consequence, the 
young leaves and flower buds were exposed. 

An examination was made each day to determine the incubation 
period of the organism. The first scab symptom, a slight greenish 
fuzz, was found on young fruits April 14, 19 days after the beginning 
of the second rainy period, w hich, as previously stated, coincided with 
the first conidial catch of any consequence. Leaf infections were not 
found until a few days after the fruit-infection stage and were never 
numerous except on unsprayed trees. Figure 2, 7i, illustrates the 
importance of twig lesions as primary infection sources on Anjou 
pears. It can be seen that even though the spore record shows a 
comparatively small catch of conidia, half of the fruits on unsprayed 
trees became infected from these sources. 

These primary spots on fruits and other susceptible tissues produced 
new conidial spore material in such amounts that, with the following 
rainy period, practically all fruits became infected. Conidial spore 
catches on the traps in the orchard, of course, increased accordingly. 
Counts of infected fruits during several stages in their development 
showed that new r spots appeared on susceptible varieties following 
each rainy period of sufficient duration to allow' the fungus to become 
established. With certain varieties, such as Bose, the fruits had 
developed such resistance by the time they were one-third grown that 
new- infections were extremely rare. Scab spots already present grad¬ 
ually died out, and little evidence of scab was seen at harvest unless 
the fruit had become misshapen. Bartlett pears, which have never 
become excessively scabby in the Hood River Valley, exhibited a high 
degree of resistance throughout their cycle of development when 
associated w T ith severely scabbed Anjous. It appears at this time 
that, even with an abundant source of spore material, Bose pears 
require protection only during early spring, whereas control can be 
obtained on Anjous only by complete protection throughout the season. 

Figure 4 records catches of conidia from the moderately infected 
orchard. Direct comparisons of unsprayed trees of the heavily and 
the moderately infected orchards cannot be made, since the owner 
of the latter did not wish to leave the fruits unprotected. By observ¬ 
ing pears in the poorly sprayed tree tops, however, it was roughly 
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estimated tluif. approximately Imlf tis much scab developed iri this 
orchard as on the unsprayed fruit of the heavily infected orchard. 

No scab spores were caught on slides in the orchard which had 
not contained scab, and which was some distance from any infected 
orchard. 

It was assumed that if the original spore load from infected wood 
could be reduced the percentage of scabby fruit showing primary 

lesions and the chances 
for reinfections to oc¬ 
cur would be lessened 
accordingly. Figure 
5 represents results 
from two trees that 
had received no spray 
in 1933 and that were 
used to test this as¬ 
sumption. One was 
left unsprayed; the 
other received three 
lime-sulphur sprays 
in 1934. 11 can readily 
bo seen that infection 
was reduced, but re¬ 
duction of fruit scab 
. approximated only 50 percent because of poor spraying. Figure 4 
contrasts the same unsprayed tree with one in a moderately infected 
orchard receiving three early sprays of a partially effective fungicide. 
Conidial catches were greatly reduced, but practically half the fruits 
became scabby because of infections resulting when spray coverages 
were largely dissipated. 

Figure (> compares conidial numbers caught on slide traps suspended 
on unsprayed trees at three elevations. The lower and middle heights 
yielded similar conid¬ 
ial ratios throughout 3 , — ~ - 

the season, whereas £ ! ! : 

the highest trap was 
noticeably most free 
from conidia at each 
period. Since conidia 
are washed downward 
by rains, they natu¬ 
rally are found in 
greater numbers at 
the lower tree levels; 
but it should be borne 
in mind that a few 
infected fruits or twigs 
in the top of the tree 
are more favorably situated to scatter conidia to healthy fruits than 
are those situated lower down. Since so few ascospores were caught 
in the trees, they were considered of minor importance in causing the 
heavier infection nearer the ground, where, because they are produced 
in leaves on the ground, they might be of importance if present in 
larger numbers. 
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SPORE RECORDS FOR 1935 

The year 1935 threatened to be an exceptionally bad scab year, 
since new wood was heavily infected and the fungus had become 
established in practically all sections of the valley. Scab, however, 
did not develop to any considerable extent, for the following reasons: 

(1) Before the trees became dormant the previous fall, 80 percent 
of the twig scab infections became sloughed oil* or inactivated. (Note 
the number of inactive scab pustules on twigs of the unsprayed plot 
in table 2.) 

(2) In early spring there was only one rain sufficient to cause scab 
infection. Where spray recommendations were followed, there was 
nearly complete protection. (See fig. 3.) 

(3) Few r new r infections appeared following the light rains in May, 

June, and July, principally because infective material w r as scarce. 
Inoculum for subse¬ 
quent infections was £ 
much decreased by the £ 
dropping off of in- | 
footed fruits at the * 
time of the “June 5 
drop.” Practically all “ 
fruits showing pedicel g 500 
infections were lost at § 400 
that time. 300 

Prospects for a so- 2i 200 

vore scab season were < 100 

somewhat dissipated 5 0 

after the discovery o 
* v 

Kim re ft Rotation of height of traps to conidial catch, 1934 

For previous experiments to be substantiated it 
would have to follow that a correspondingly smaller number of conidia 
w ould be available for primary infections. That this w as actually true 
can be determined from figure 3, />. It should be noted that actual 
conidiul catches early in the 1935 season were slightly less than in 
the previous year, but the potential sources would have been far 
greater (see tables 1 and 2) if the wood lesions had overwintered in an 
active state. An increase in conidial material from secondary infec¬ 
tions was small, owing to weather factors previously mentioned. As 
a result, fruit was much cleaner at harvest than during the previous 
season when secondary conidial material became increasingly larger 
up to midseason. Numerous primary infections and favorable 
moisture conditions later were responsible for the rapid increase of 
scab in 1934. 

Three ascosporos constituted the total catch for the 1934 season on 
nine traps hanging on trees in the orchard. Nine w ere captured during 
1935 in comparable trials from March 1 to the last of May, five of 
which were recorded on April 21. The primary fruit infections ap¬ 
peared on May 15. 

Neither conidia nor ascospores were captured in the check-plot 
orchard where scab had never been present. 

The results of the writers’ experience in orchard spraying on a 
commercial scuIq during past years correspond very closely w ith those 
reported above. When a thorough and properly timed spray was 


that a large percentage 
of the twdg lesions had 
become inactive ted. 
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applied before primary infections had become established and was 
followed later with a reasonable spray program, satisfactory control 
of scab was realizod at harvest. If, however, the first spray was 
poorly applied or improperly timed, so that a few primary infections 
occurred in spite of careful and frequent subsequent sprayings there 
was considerable scabby fruit at harvest. 


CONTROL OF TWIG SCAB 

The data given above and observations made during past years in¬ 
dicate that primary spring infections resulted largely from conidia 
derived from active lesions on scabbed wood of the previous season’s 
growth, and that these conidia were being dispersed even before sus¬ 
ceptible tissues were exposed. Ascospore discharge was also recorded 
from the overwintered leaves, but whether this would occur every 
year remains to be determined. It is possible, however, that if early 
sprays are timed by ascospore discharge in orchards where active twig 
scab occurs, primary infections could already result from tw ig conidia 
before the regular spray schedule begins. It has been repeatedly 
pointed out for both pear and apple scab that the amount of early 
infection usually influences the number of scabby fruits present at 
harvest. Any practice that eliminates or checks dispersal of these 
twig conidia, then, is of paramount importance in control. 

EFFECT OF SPUAYS 

Data on the effect of fungicides in controlling twig scab are extremely 
„ meager. In the orchard used for scab-control experiments, twig 
infections w r ere exceedingly common and evidence of their existence 
could be seen on wood several years old when spraying tests were 
started. Some variation in the total number of shoot pustules per 
tree occurred, but the orchard could be classified as severely infected 
and favorable for scab development. 

A spray schedule consisting of lime-sulphur 1-12 applied in the 
delayed-dormant stage and of other materials applied in the pink and 
calyx stages w T as employed during the 1933 and 1934 seasons. One 
additional cover spray was applied in 1933 and two in 1934. Twig 
counts in the spring following such treatments yielded evidence that 
sprays measurably control the twig lesions (tables 1 and 2). It should 


Table 1 -Effect of sprays on pear ting scab the year folio u ing their application , 


1933 spray treatment 

(Delayed-dormant lime-sulphur 1 12 plus 3 later 
applications) 


None (west check)... ... . __ . ... ... 

None (east check). . ... ..... 

Copt>er oxide-lime-bentonite (2-1-2 50). . ... ... 

Copper phosphate-lime-bentonite (2-4 2-50). 

Wet table sulphur no, l (10-100) m pink and calyx stape 

plus bordeaux 3 -tv-50 In 2 later covers. 

Wettable sulphur no. l (10-100)_ . 

Wettable sulphur no. 2 (10-100).... 

Flotation sulphur (6-100)... 

Lime-sulphur ( l A 50) and wettable sulphur no. 1 (10* 

100). 

Lime-Sulphur (l 50) in pink, wettable sulphur no t (10- 

100) laler.. . . .... 

Lime-sulphur (1- 50) in pink and calyx, then wettable 

sulphur no. 1 (10 100). 

Lime-sulphur (1-50) in pink, calyx, first cover, then 
wettable sulphur no. 1 (JO-100). 


Scab pustules, 1934 


On 50 

•\ veraee, 

Maximum 

Total tw igs 
infected 

twigs 

I>cr twig 

t win* 


Nu miter 

Number 

Number 

Percent 

364 

7 3 

29 

90 

230 

4 6 

30 

K6 

30 

.6 

10 

16 

16 

.3 

3 

20 

74 

[1.5 

25 

34 

44 

f .9 

7 

42 

62 

1.2 

17 

42 

25 

.5 

5 

28 

a 

. 22 

4 

12 

20 

.1 

12 

10 

3 

.00 

2 
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_ S 

.10 


14 
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Table 2---Effect of sprays on pear twig scab the year following their application , 

193^-35 



('specially be noted that the wettable sulphur types of materials were 
much less elective in this control than the more caustic sulphurs or 
chemicals giving a longer coverage. The same general trend was 
apparent in fruit scab control. Where mild sprays were used during 
the early stages of growth it was very noticeable that control of scab 
on both fruit and twigs was comparatively poor, whereas their substi¬ 
tution at later periods showed less difference. 

Figure 5 shows that conidial catches were greatly reduced on 
sprayed trees. To determine the exact cause of this decrease in 
conidial numbers early in the season, twigs with active scab pustules 
were brought into the laboratory and sprayed with certain fungicides. 
Table 3 gives the results of this test. Lime-sulphur completely inac¬ 
tivated such pustules by an actual “burning out” action. The" entire 
spore-bearing surface was killed and the stroma soon became flat and 
crusty and did not revive when placed in a moist chamber. In 
contrast to this, although other fungicides tested caused a considerable 
decrease in active conidial material where the fungicide was in actual 
contact with the spore-bearing parts, penetration under the epidermal 
covering of the pustule was much inferior to that of lime-sulphur. 
Pustules sprayed with these chemicals, moreover, partially revived 
in moist chambers and produced some conidia. The same results 
w r ere observed under field conditions. 
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Table 3 .—Effect of sprays on conidia in pustules on excised twigs 


Spray treatment 

Spore 

germi¬ 

nation 

Location of 
spores in pustule 

Spray t reat ment 

Spore 

germi¬ 

nation 

Location of 
spores in pustule 

Apr. 29, 1935 

('heck, no spray. 

Lime-sulphur (115) 

Bordeaux mixture (4-4- 
50. 

__ 

M rent/ 
76 

1 0 
i o 

f 45 
l 2.5 

Various points. 
Edge 

Outer, 
i Edge 
! Ccuter 

1931 

Wet table sulphui (10 
J00). 

Pt rcen t 
f 70 
\ 3 2 

Edge. 

Center. 


These results indicate that lime-sulphur applied after twig lesions 
are open and active should largely eliminate this source of infection. 
The majority of pustules at Hood Kiver during past years opened 
before blossom buds became exposed. A small percentage, however, 
opened during or after this period. It was known from previous 
experience that lime-sulphur could not be used with safety on Anjou 
pears in this locality after the bud scales had dropped. For this 
reason it was believed that best results would be obtained in scab 
control by delaying the initial lime-sulphur application until the bud 
scales were just ready to drop. Where it is possible to use this caustic 
spray on other varieties at a later date, successful control should be 
possible in one season. Pustules that opened late or those that 
remained active during the summer contained viable spores at harvest 
and formed dangerous sources for fall fruit infections. Water sprouts 
remained susceptible to infection late in the season and required 
protection where scab was a problem. 

A secondary influence of spray materials was apparent on sprayed 
trees. It appeared that during the spring the host was able to 
circumscribe scab lesions on twigs more quickly on sprayed trees than 
on those receiving no treatment. Whether this action was due to a 
partial killing of the parasite or to a favorable effect on the host was 
not determined. 

Residual Effect of Sprats 

The severely infected orchard used for part of these experiments 
offered an extreme test of the cumulative value of proper and 'well- 
timed spray applications. When a part of this orchard was taken 
over by the writers for spray tests at the end of the 1933 season, 
08.3 percent of the commercially but improperly sprayed fruit and 
100 percent of the unsprayed pears were scabby. In the 1934 tests 
the applications of four sprays of various materials, following the 
delayed-dormant lime-sulphur spray, reduced scab to as low as 12 
percent when the stronger fungicides were used. This plot was 
given back to the grower for the 1935 season because of certain condi¬ 
tions complicating records on fruit russet. However, comparison 
of this plot with the remainder of the orchard in the less severe scab 
year of 1935 showed that an average infection of 1,8 percent occurred 
in the previously well-sprayed section (including all materials tested), 
while 28 percent of scab was present in the part sprayed entirely by 
the grower during both years. These results, in conjunction with 
data given in tables 1 and 2, seem to warrant the conclusion that this 



Nov 1, 1037 


Twig Lesions as Source of Infection by Pear Scab 


679 


residual effect of spra.y materials was almost entirely due to the 
reduction of twig infections, since few ascospores were caught in the 
trees during either year. 

Effec t of Doumant Sprays 

The possibility of killing the parasite on twigs in its inactive and 
overwintering form was tried by means of penetrating spray materials 
developed by Keitt (12) for dormant use. During this period the 
fungus is not exposed, and a penetrating material would be required 
to reach the vulnerable tissue. Although killing of the fungus occurred, 
a certain percentage of the pustules continued to become active in the 
spring, even on trees showing distinct and severe spray injury in the 
form of partially killed limbs. It is quite possible, however, that if 
further improved or used in different combinations such materials 
may find a useful place in the spray schedule for pear scab control. 
This point needs further investigation. 

EFFECT OF CULTURAL PRACTICES 

Certain horticultural practices may influence twig scab infections. 
The cutting out of infected shoot material has been generally recom¬ 
mended as an aid in controlling pear scab. This practice may be 
helpful in eliminating some of the original spore load, but even then it is 
usually not complete enough to be entirely effective without additional 
protection to new growth. Pruning stimulates the production of new 
wood, which must be protected to prevent reinfection. Since water- 
sprout types of growth are especially susceptible to shoot infection, 
however, their removal from the central parts of the tree should be 
practiced. Pruning so as to produce the -most open type of tree 
without sacrificing bearing surfaces appears to be most desirable from 
the standpoint of tree vigor, thorough spraying, and partial elimina¬ 
tion of spore material. 

Unpruned trees and trees very low' in vigor have been found to show 
less infection, since they fail to produce much new and succulent 
grow r th. 

DISCUSSION 

The results obtained on the relation of twig lesions to primary scab 
infections on pear trees are in accord with work done in England, and 
indicate that these lesions furnish the bulk of material for early infec¬ 
tion under certain environmental conditions. Observations and the 
spraying of commercial orchards in Oregon during the last 4 years 
have further substantiated these data. A few' twig pustules are easily 
overlooked in an orchard, but they may be surprisingly persistent in 
dissemination of the parasite and when favorable environmental con¬ 
ditions are at hand may cause serious epidemics. Where these twdg 
infections are absent it has been relatively easy to control pear scab, 
even w r hen ascospores from overwintering leaves have been plentiful. 
The latter, however, should not be ignored, since a certain percentage 
do find their way to susceptible tissues. Kesults from widely scattered 
countries suggest that environmental factors may influence their 
dissemination. The work of Wiesmann (7/>) and Palmiter (lo) has 
show r n that specialized strains of pear and apple scab exist, a fact that 
:W771—:rr- \ 
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gives further importance to this sexual stage in the possible production 
of new forms. 

The long, dry growing season of 1934 was of special interest in its 
relation to twig attack. Most of the pustules occurred at the bases 
of the current season’s twigs, indicating that infection had taken place 
soon after they started growth. Twig lesions resulting from infections 
during the early part of 1934 were sloughed off or became inactive 
before the trees became dormant, and the majority failed to produce 
conidia in the spring of 1935. During years with shorter growing 
seasons and more rainfall, however, the host appeared to be unable to 
circumscribe incipient infections. As a result, practically all twig 
lesions remained active and produced conidia the following spring. 
This may explain the conflicting observations made by Smith (17) 
and Thomas (18) in California in different years. It may also explain 
the occasional and sudden decrease in scab following several seasons 
in which the disease was difficult to control. 

The pronounced effect of spray materials in preventing twig infec¬ 
tions and in keeping the old lesions from functioning as infection 
sources seems conclusive, and spraying appears to offer the most eco¬ 
nomical and practical means of coping with this phase of the disease 
Since the more effective materials can be applied to certain varieties 
with safety only before the blossom cluster buds become exposed, 
they should be applied at that time carefully and thoroughly. When 
properly applied even mild fungicides give considerable protection 
from reinfection to new r t wig growth. 

SUMMARY 

Since 1932 pear scab has become a serious factor in pear production 
in the Hood River Valley of Oregon. The number of primary infec¬ 
tions appeared to correlate closely with the amount of twig infections 
present. Primary spring infections resulted largely from conidia in 
overwintering pustules on the previous season’s wood rather than from 
ascospores, and few* of the latter were ever trapped in trees. Moreover, 
conidia w r ere being dispersed before bud tissues were exposed. 

Early sprays should be timed by eonidial dispersion from twig 
lesions, w here these occur, rather than by ascospore discharge, because 
infection results from these twig spores before ascospores are matured. 
Consistent and thorough spraying during the growing season largely 
prevented twig infections. Early-season sprays were more important 
in this district for control of twig scab as well as of fruit scab, because 
more precipitation occurred early in the season and because a certain 
amount of host resistance became apparent after that time. 

Lime-sulphur was effective in “burning out” active twig pustules, 
but it could not be used on tender-skinned varieties after the young 
fruit was exposed, without causing injury. This fungicide was found 
to be dangerous if applied after the bud scales had dropped. Applied 
in the delayod-dormant stage, lime-sulphur reduced primary spore 
numbers so that additional sprays gave satisfactory protection against 
reinfection. 

Environmental factors play an important role in natural control. 
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PHYSIOLOGIC RACES OF USTILAGO HORDEI 1 

By V. F. Tapke 

Pathologist, Division of Cereal Crops and Diseases, Bureau of Plant Industry, 
United, States Department of Agriculture 

INTRODUCTION 

Covered smut of barley (Untilago hordei (Pers.) Kell, and Sw.) in 
the United States has long: been recognized as an important hazard 
in the culture of barley (llordeum vnlgare L.). In the years from 
1918 to 1985 for which records are available, 2 its estimated toll 
averaged over 2million bushels annually, and twice during these 
years the estimated annual loss exceeded f> million bushels. Despite 
recent notable advances in the control of barley covered smut through 
seed treatment, as shown by Loukel (10)? relatively little progress 
has been made in combating the disease through selecting and breed¬ 
ing barleys having inherent resistance to various physiologic races 
in the smut species. Until recently, progress in this direction had 
been almost completely blocked by the lack of an effective and easily 
applied method of artificial inoculation of the seed for producing 
high percentages of smutted plants. Despite the general belief of 
long standing that barley is inoculated, in threshing, by the spread of 
the spores to the surface of the seed, the artificial blackening of seed 
with millions of spores usually has failed to result in high percentages 
of smutted plants. Jensen (0) first reported this difficulty nearly 
50 years ago. In 1984, the writer ( 15 ) devised a spore-suspension 
method of inoculating seed barley in which spores are washed be¬ 
neath the hulls. The method is similar in principle to Haarring’s 
(5) “evacuation” method of inoculating oats with smut, but it em¬ 
ploys no vacuum or nutrient solution. The spore-suspension method 
is effective, fairly easy to apply, and approaches the natural method 
of inoculation as recently reported (17). The way thus was opened 
for the studies on physiologic races presented herein. 

PREVIOUS INVESTIGATIONS 

Paris (3, 4) first reported physiologic races in ( T xtilago hordei in 
1924. Five pathogenic races were isolated. Rodenhiser (11), in 
1928, described seven cultural races, and a further test of two of these 

1 Received for puhliration July 9, 19,T issued December 1937 Investigations conducted mcooperation 
with the New York (Cornel!) and North Carolina Agricultural Kxjwiment Stations A number of the 
smut collections and lots of bailey seed used in the exjMMirnents were collected by the late J \ Fans, for¬ 
merly senior pathologist. Division of Cereal Cropland Diseases. Bureau of Plant Industry The writer 
also has had access to the records of Paris' experiments on physiologic races of Cstilaaa hordrt , conducted 
at Kearneysville. W. Va , in 1932 and 1933, in cooperation wilh the West Virginia Agricultural experiment 
Station, and nt Fargo, N r Dak , in 1933, in eoojieralion with the North Dakota Airrieultural F\j>eriment 
Station 

* United States Bureau of Plant Industry, estim ate of chop losses dcf. to plant ipse aser 1017 
l r S Dept Agr., Bur Plain Indus Plant Disease Bull 2*1-18. 1918 |Mimeogiaph*»d ) 

- i nor losses prom plant DISEASES in THE I'Nitkd M'atk s 1918-35 C. S. Bur Plant Indus 
Plant Disease Keptr Sups fl 1KA-213 1010; 12.307-332. 10*20; 18.317-338. 1021; 24 489-510. 1922; 30*41,2- 

490, 1923; 38*318-348, 1924 ; 43:381 410, 1925; 49*382-412, 1920, 50*394-423, 1027 ; 04 370-399, 1928; 83.1-418, 1932. 
87 1-8?, 1935, 89*1-45. 1935. 94:1-75. 1930 lMimeographed 1 

1 Reference is made by number (italic) to Literature Cited, p. 091. 
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showed differences in their pathogenicity on Lion and Himalaya 
barleys. Recently Aamodt and Johnston (2) found two races in 
Alberta, Canada. Apparently this report completes the list of avail¬ 
able contributions. The fact that there have been relatively few 
investigations of physiologic races of U. hordei doubtless is due 
largely to the difficulties with seed inoculation, as noted previously. 

MATERIALS AND METHODS 

The experiments were conducted at Ithaca, N. Y., during the 3-year 
period 1934-36. Light pure-line varieties of spring barley were used 
as differential hosts, namely, Excelsior (C. I. 4 1248), Gatami (C. 1. 
575), Hannchen (C. 1. 531), Lion (C. 1. 923), Nepal (C. I. 595), 
Odessa (C. I. 934), Pannier (C. I. 1330), and Trebi (C. I. 930). The 
selection of these varieties was based largely on unpublished studies 
of the late Dr. J. A. Faris. Faris conducted an experiment at Fargo, 
N. Dak., in 1933, to determine suitable differential barleys and 
physiologic races of Ustilago hordei. Thirty varieties inoculated witli 
each of 65 smut collections comprised the test. The maximum per¬ 
centage of smutted heads was 28, in the variety Odessa, which proved 
to be susceptible to every smut collection. In most of the other 
varieties the maximum smut infection rarely exceeded 15 percent. 
Although the data w r ere inadequate to warrant definite conclusions, 
they were useful to the w T riter in indicating that certain collections of 
smut were representative of distinct races and that the varieties 
named above should make good differential hosts. Faris (tf, 4) also 
had found that Hannchen and Nepal well differentiated two smut 
races which lie numbered “1” and “2/’ 

For differential hosts, the writer chose, so far as possible, from the 
varieties listed by Harlan and Martini (tf), those that are outstanding 
for certain characteristics and representative of some barley-growing 
region of the world. In the course of study, the following additional 
species and varieties also w ere tested ior their suitability as differential 
hosts: Hillsa (C. I. 1604), Ilordeum deficient Steud. (C. 1. 668-1), 
Tl. intermedium Koern. ami Worn. (C. J. 4377), Lyallpur (C. I. 3403), 
Club Mariout (C. I. 261), Oderbrueker (C. I. 1529), Summit (C. 1. 
929), and White Smyrna (C. 1. 910). The first four proved too highly 
resistant to be useful, and the remainder failed to further or better 
differentiate any of the smut races thus far isolated with the varieties 
selected. Twenty-eight winter varieties or selections w ere also tested 
to determine their possible value in differentiating physiologic races 
of covered smut. 

The 8 selected varieties, during the 3-year test period, w r ero inocu¬ 
lated with each of 200 collections of covered smut obtained from 26 
States. Preparatory to inoculation, seed of the differential hosts w-as 
soaked in a formaldehyde solution (1 part of formaldehyde to 320 
parts ol w r ater) for 2 hours, washed in running w r ater for one-half hour 
to remove all traces of formaldehyde, and spread in thin layers until 

* C I. refers to accession number of the Division of Cereal Crops and Diseases, formerly Office of Cereal 
Investigations 
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thoroughly dry. Each year five chock rows of uniuoculated seed of 
each variety so treated produced smut-free plants. In view of the 
occurrence of mixed collections of the different barley smuts, the spores 
of the collections used each year were first examined to determine the 
character of the epispore and the type of germination on 2-percent 
potato-dextrose agar. Later, the smutted heads resulting from seed 
inoculation with each collection were examined in the different 
varieties. All collections that were suspected or determined to be 
other than true barley covered smut were eliminated. 

In 1034, 1935, and 193b, respectively, 75, 00, and 05 new T smut 
collections were tested. The 1934 collections comprised six races; 
in 1935 two other races were isolated, but in 1930 no additional races 
were obtained. Two collections of each ol the six races obtained in 
1934 were further tested in 1935 and 1930, and two collections ol each 
of the two races obtained in 1935 were again tested in 1930. In 
these further tests of the isolated races, the inoculum of each race to 
be used in the succeeding year's test w r as collected on the same date 
and subsequently stored in a cool room. Whenever possible, the 
inoculum was collected from the variety wdiich most clearly differ¬ 
entiated each race to aid in screening out any other races that might 
have occurred in the original collection. A month or less before 
seeding, the seed was inoculated by the spore-suspension method 
previously described (/5). 

The inoculated seed in each year’s test was planted at the rate of 
0 g to the 5-foot row. The new collections were tested in duplicated 
systematically distributed rows. In the further tests, in 1935 and 
193b, of previously isolated races, triplicated systematically distrib¬ 
uted rows were employed. In preparing the. inoculum, in inoculating, 
and in planting the seed, adequate precautions were observed to pre¬ 
vent mixing of spores of different collections. The smut percentages 
obtained were based on counts of the total number of heads per row 
in 1934 and 1935 and of 300 heads per row' in 193b. 

In the analysis of data three infection classes were used, as follows: 
0 5 percent infection —resistant, class (R); 6-35 percent infection=in- 
termediate class (1); 3b percent infection and above=susceptible 
class (S). 

The classification is arbitrary and the limits of the infection classes 
have been selected to lit the present data. The purpose of the classi¬ 
fication is to present in a convenient way the host reactions in the 
present study that differentiated the various races of covered smut. 
As shown in table i, increase in susceptibility frequently is accom¬ 
panied by an increase in the variability of infection. The progressive 
widening in limits of the intermediate and susceptible classes accom¬ 
modates these variations. In some previous studies of cereal smuts, 
narrower infection ranges have been considered significant for sepa¬ 
rating physiologic races. In the present study, however, the varia¬ 
tions in different years and between replications in a single year fre¬ 
quently were too great to warrant the use of a classification w ; ith more 
than three classes of infection. In the three seasons in which the tests 
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wore conducted at Ithaca, N. V., extremes of drought-, precipitation, 
and heat oootirred during the growing seasons of 1934, 1935, and 1930, 
respectively. Under such conditions, the separation of smut races 
doubtless should be based only on differences in pathogenicity that are 
fairly wide and reasonably consistent. 

In each of the 3 successive years of the experiment, the maximum 
percentages of smutted heads in the susceptible variety Odessa were 
62, 54, and 50, respectively. In Nepal, the maximum percentages 
were 60, 45, and 58, respectively. The conditions for infection thus 
appear to have been adequate for the differentiation of physiologic 
races. 

RESULTS 

IDENTIFICATION OF PHYSIOLOGIC RACES 

The annual and average percentages of smut produced by each of 
the eight races of l stilago horde! y in 2 or 3 years of the tests, are given 
in table 1. In each year the two collections of each race produced 
similar results. Data for only one collection of each race therefore 
are recorded. As noted previously, some of the smut collections used 
were collected by Fans. These collections were numbered, but their 
physiologic race identity was unknown except that one collection was 
labeled '‘form 1” and another “form 2.” In the present experiments 
the reaction of these races on the varieties Hannchen and Nepal was 
similar to that described by Faris {4), and Fans’ numbers were there¬ 
fore retained. The varietal reactions which differentiate the races 
are given in table 2, and this is followed by a key to facilitate the 
identification of the races. Table 2 and the key show T that the eight 
smut races may be identified with only five of the eight varieties used. 
However, two of the varieties omitted, CJatami and Trcbi, have given 
good differential reactions with some races and have been useful in 
confirming their identity. Odessa, also omitted from the key, is 
needed to perpetuate race 8. 

The total number of collections obtained from each of the 26 States 
that served as sources of the collections, and also the number of races 
and their relative prevalence in each of these States as indicated by 
the collections used in these experiments, are given in table 3. 
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Table 1. Percentages af smutted, heads in S vaiirtirs of spn.ng hurley inoculated 
with tS physiologtc rarest of Ustiloyo hordei , ami grown at Ithaca , A\ 1iPV t :W 






Smutted heads in- 

- 



Race No 

Year tested 

Excel¬ 
sior 
(C I 
1248) 

(latanu 
«’ 1. 
575) 

Han- 
nchen 
(C 1 
531) 

Lion 
(C 1 
92:4) 

Nepal 
(0. 1 
595) 

Odessa 
<C I 
9:44) 

Pan¬ 
nier 
<r 1 . 

1330) 

Trehi 
<C 1. 
930) 



Per- 

Per - 

Per - 

Per- 

Per - 

Per - 

Per- 

Per- 



cent 

cent 

cent 

cent 

cent 

cent 

cent 

cent 


1934 

0 0 

0 0 

K 2 

ft ft 

ft 0 

34 3 

ft 0 

9 8 


1935 

0 

0 

18. 6 

ft 

0 

36 9 

ft 

2 4 

l .. 

1936. - . 

0 

0 

18 8 

0 

0 

44.9 

0 

2.2 


1 A \ enure. 

0 

0 

J5 2 

ft 

ft 

38 7 

0 

48 


{1934 

4 1) 

12 K 

‘> »> 

10 2 

4ft 5 

41 2 

ft 

.4 6 

i 

1935 

i o 

7 7 

ft 

17 K 

43 ft 

30 8 

0 

ft 

*" J 

1936 

0 

'** 

" 

,2* 

58 2 

38 4 

9 

9 

; 

I \\eitu>e 

; i a 

ii» 

7 

13. 5 

17 2 

36 8 

0 



f 1934 

! 20 0 

o' 

0 

T 1 

60 ft 

25 ft 

4.2 

; ft 

•i i 

1935 

' 30 3 

6 

() 

15 7 

45. 1 

40 8 

ft 

6 


1936. 

| 29 3 

0 

0 

II 6 

46 5 

49 3 

ft 

| ft 


1 A \ ermre. 

I 26 5 

2 

0 

11 5 

5ft 5 

38 4 

1 4 

i_: 

; 

11931 

0 

0 

8 8 

0 

18 8 

1 45 2 

] 13 8 

1 24 2 

i 

1935 

1 9 

0 

' 13 2 

0 

32 0 

! 29 7 

1 13 5 

1 9 6 

* i 

jl936 

’ t) 

J 0 

; io 5 

i " 

j 33 1 

29 5 

1 6 9 

1 4 2 


l Axetuge 

A 

. (1 

' 10 s 

! ft 

i 28 ft 

i~ 

| .44 8 

1 11 4 

j 12 7 


( 1934 

0 

0 

0 

15 6 

0 

! 61 8 

i 0 

I 27 9 

. 

1935 

0 

0 

0 

| 19 1 

i <» 

! 27 ft 

! 0 

; is k 


1936 

0 

i 9 

! ft 

| 12 7 

i 0 

21 4 

0 

j ui 4 


1 A vei ace 

! o 

5 0 

L JJL. 

; 15 8 

0 

! 36 7 

! 9 

! 19 ft 


11934 

: ft 

' 0 

! 30 4 

I 25 5 

: ft 

52 6 

0 

I 45 8 


1 1935 

0 

! 9 

! 17 4 

j 2ft 2 

ft 

34 A 

ft 

29 5 


(1936. 

0 

0 

32 1 

19 3 

ft 

50 2 

1 0 

1 _ “i 1 


1 Axerage 

0 

! 0 

26 6 

> 21 7 

: o 

45 7 

: 0 

j 35 5 


11935. 

. s 

, 0 


i 0 

I 24 3 

j 53 5 

! 1 5 

3 6 

7 1 

11936 

3 

1 () 

( 

i °. 

1 » 

29 5 

l 20 9 

! ft 

J 3 


1 A v crape . 

6 

' 0 

; 0 

i (1 

i 26 9 

i 40 2 

‘ K 

lZ™ 


11935 

1 0 

0 

i "7 ~ 

0 

i 5 

; 39 7 

! 0 

1 ft 

8 _ ' 

11936. . . 

•j 

0 

0 

1 0 

! o 

o 

| 28 3 

' ft 

i 0 


1 \ vei ace 

! 0 

I (1 

; o 

0 

3 

! 34.0 

| 0 

r «“ 


Table 2 .- Reactions of varieties of spring barley winch differentiate S physiologic 
races of l T stlingo hordei 


! Reaction 1 — 

l 


Raw No > 

Excelsior 
{V 1 1248) 

11 an nchen 
(l\ l. 531) 

Lion 

(C\l. 923) 

_ 

8 .. . 

R 

R 

R 

1. 

it 

1 

R 

7... . 

R 

R 

! H 

4 . 

i H 

l 

! K 

5 .. . . _ 

1 H 

R 


... . . ; 

1 R 

I 

! 1 

2. .. 

j K 

R 

1 1 1 

3 . . . _ . 

; 1 

R 

1 ! 


Nepal | Pannier 
(C\ 1. 595) I (C. I. i:i:io) 


R K 

R I R 

I , R 

1 I 1 

R I K 

it ; U 

S i R 

8 R 


1 The race numbers ore presented in the order pi veil to facilitate comparison with the key to S physiologic 
races of Ustiiago hordei that follows. 

J K (resistant)*0-5 percent of smutted heads, I (intermediate) «6~35 jiercent, S (susceptible)-*36 per* 
cent or more. 
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Key to eight physiologic races of Vstilago honlei 


Lion resistant: 

Nepal resistant: Physiologic race 

Hannchen resistant . . _ 8 

Hannehen intermediate. - l 

Nepal intermediate: 

Pannier resistant._ _ _ . _ -. 7 

Pannier intermediate _ — -... 4 

Lion intermediate: 

Nepal resistant: 

Hannehen resistant._ .. - _ . _ 5 

Hannehen intermediate.. . - _ — (> 

Nepal susceptible: 

Excelsior resistant_ _ _ . . _. - . . _ .. - 2 

Excelsior intermediate __ . _.... . . 3 


Tawlk 3.— A r umber ai d distribution of physiologic races of barley covered smut in 
dOO collections from States 


Collections of raft* No 


Location 


Arizona. 
California.. . 
Colorado. - - 
Georgia... ... 

Idaho . 

Illinois_. 

* Iowa. 

Kansas_ 

Louisiana. 

Michigan_ 

Minnesota. 

Missouri_ 

Montana... 

Nebraska.. 

New York . 

North Carolina 
North Dakota ... 

Oklahoma. 

Oregon_ 

South Dakota 

Texas.._ ... 

Utah..... 

Virginia. _ 
Washington. .. 
West Virginia ... 
Wisconsin 

Total. . 


1 


Xinnbn 

1 

3 


i i 

i ■ 

1 i - 

! — 

1 

j 

j 

1 ! 


1 1 

17 \ 


ATm mho I .\ ii mbrr\Xu inbtr.Xu mbn\ A u mber\ A 'u inht r 

i - i 1 I - 

1 34 l i 

I L. I M . 


13 

1 

t) 

I 

1 

1 

19 

1 

2 
9 

10 

1 

Ik 1 

‘ i 

2 ! 


14 ! - 

1 j 

f» I - 


"I 

j i4 ; 


Total 

collec¬ 

tions 


Xtimhrr 

\ 

37 

1 

3 

17 

.1 

10 

3 

I 

I 

20 

'1 

10 

.1 

10 

l 


l 

If) 

0 

23 

1 

3 

200 


The data in table 1 show, in general, a high degree of consistency 
in the percentages of infection with each of the races during the 2 or 
3 years of the test. In some instances certain races produced a low 
percentage of smutted heads in certain varieties in 1934 but did not 
cause smut in these varieties in the following years. This may have 
been due to mixtures in the original collections that were screened 
out as a result of passage through selected hosts in the following years. 

Despite the fact that environmental conditions were marked by 
unusual variations in temperature and precipitation in the three 
seasons in which the tests were conducted at Ithaca, the spore-sus¬ 
pension method of seed inoculation proved effective and the degree of 
smut infection was reasonably uniform. 

Two facts are apparent from table 3: (1) The wide distribution of 
race 6 and (2) the predominance of race 5 in California and Wash¬ 
ington. 
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WINTER VARIETIES AS DIFFERENTIAE HOSTS 

In the fall of 1935, the 28 winter varieties or selections listed in 
table 4 were inoculated with the eight races of covered smut and sown 
in triplicated, systematically distributed rows at Statesville, N. C. In 
other respects the general conduct of the test was similar to that with 
the spring barleys. The results of the test are given in table 4. In 
general, these winter barleys displayed little clear-cut differential 
reaction to the smut races except that about two-thirds of them were 
resistant to race 2. The Nakano Wase selections, including Esaw r , 
however, were moderately susceptible to race 2 and highly resistant 
or immune to all other races. The Smooth Awn selections 86 and 203 
were the most uniformly resistant, showing less than 5 percent of 
heads smutted by any of the races. Unfortunately, Esaw r and the 
Nakano Wase and Smooth Awn selections are highly susceptible to 
the brown loose smut (Until ago rtuda (Jens.) Kell, and Sw.) which is 
prevalent in the humid winter barley region. 

Doubtless as a preface to further studies on the use of winter barleys 
as differential hosts, a better knowledge of the influence of winter 
injury on the incidence of covered smut should be acquired. Tisdale 
(IS) and Faris (ft) have shown that plants of certain winter barleys 
are more susceptible to winter injury when infected with covered 
smut than when not infected. In the experiment just described there 
were wide differences in the degree of winter injury sustained by the 
different varieties and this may have obliterated differential responses 
to the races of smut that otherwise would have been apparent. 

Table 4 -Percentages of smutted heads in 2S varieties of winter barley inocu¬ 
lated with <V physiologic ra<es of Vstilayo hordei and grown at Statesville, X. (\, 
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Pet 
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Pet 
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! Pet . 

! Pet. 

1 .J 
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! o.o 

5 3 i 

! ft 0 j 

| 22 3 

15 1 

4 0 1 
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7 0 

! 1 2 

I 0 0 

i ft 8 

2 J 

I ft 3 

ft 3 i 

j 

12 3 

7 4 

13 

1 3 1 1 

3 4 


0 2 

2 4 

: 7.3 

1 10.9 

1 2 l 

A _1 

11 4 

1ft 2 I 

ft o ! 

0 

i2.2; 

10 A I 

1 16 0 1 

12 3 

2 0 | 

34.8 

; s. i 

0 

! 0 

j 4 ft 

4 .. - 

25 8 

17.1 j 

| II. A i 

0 

1 IS. 8 | 

13 3 i 

21 2 1 

18 6 i 


21 ft 

! 11 4 

! n 

1 0 

i 1ft 8 

f> 

40 8 

2 <> l 
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i 7 3 1 

0 4 
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30 0 . 

13 8 ! 

34 3 

; 25.4 

1 3 0 

! ft 

i 24 7 

ft J 

40 0 ! 

5 H | 

| 22 3 

2.2 J 

5 11 

0 A ! 

47.3 i 

28 2 1 

1 12 8 j 

28 8 

! 2ft s 

; o 

! o 

! 20 3 

7 

30 A 

14.0 i 

| 28. 1 

8 ! 

! 22 A ! 

0 3 

38 8 ; 

22 1 

1 ia i ; 

27 9 

; 35 0 

0 

1 1 2 
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4 0 

I 2ft i 

10 

! H2 
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Another factor that seems due to assume greater importance in 
future studies of physiologic races is the influence of environmental 
conditions on the response of the host after infection. The results of 
Faris (3) seem to indicate that after the smut has penetrated the 
seedling environmental conditions may influence the host response in 
a way other than through winter injury; and, as Faris notes, ‘‘the 
reaction of barley varieties to such environmental changes may not he 
the same/’ Aamodt (/), Smith {13), Kodenluser and Holton (12), 
and Holton and Ileald (8) have reported that environmental conditions 
after infection may alfect the incidence of hunt in wheat. 

DISCUSSION 

Eight physiologic races of f T .siilago horde 1 have been isolated on the 
basis of differences in their pathogenicity on eight varieties of barley. 
Although sufficient data are not yet available to permit a detailed 
discussion of the distribution of these races, it seems evident that the 
race designated No. (i is the most widely distributed. It was found in 
21 of the 26 States from which collections have been obtained. It was 
also the most frequently collected, occurring in 114 of a total of 200 
collections. However, in California and Washington race 5 was out¬ 
standing, occurring 34 times in 37 collections from California and 17 
times in 23 collections from Washington. The predominance of race 
5 in California may be linked with the antiquity and survival of Coast 
barley in that State. As noted by Harlan and Martini (7), when 
North America was discovered there were no barleys here. The early 
Spanish missionaries introduced Coast barley into California about 
1770, and it is still widely grown there. Of the 37 covered smut col¬ 
lections obtained from California, 26 came from Const and the two 
Coast-type varieties Atlas and California Tennessee Winter. Twenty- 
three oi these twenty-six collections proved to be race 5. The early 
importations of Coast seed in California may have harbored tins 
particular race of smut, which has survived and spread with its 
susceptible and popular host. 



Nov. 1, 1937 


691 


Physiologic Races of Ustilago hordei 

Despite the apparent restriction of certain smut races to limited 
areas, the probability that the different races will be spread through 
wind dissemination of spores and through the interchange of infected 
seed makes it highly desirable to breed barleys resistant or immune to 
all the known races of smut. To date Pannier (O. I. 1330) has proved 
highly resistant or immune to seven races and only moderately sus¬ 
ceptible to one. Harden m deficient (C. 1. 008-1) and II. intermedium 
(C\ 1. 4377), used only in the test of 1034, were highly resistant or 
immune to the six races occurring in the collections of that year 
These two and Pannier also have proved highly resistant or immune to 
two races of the black loose smut {Ustilago nigra. Tapke) of barley 
recently described ( 14 , 16). In these experiments no smut has been 
observed in Hillsa (C. 1. 1004) and Ly allpur (C 1 3403), yet the former 
was inoculated with 05 collections of U hordei in 1933 by Paris and 
both were inoculated with eight races of U hordei and two of U. nigra 
in 1935 by the wliter (16). In the light of the results of the present 
investigation, it appears that physiologic races of U. hordei are not 
more numerous than these of other small-grain smuts and that the 
breeding of barleys for resistance to covered smut should not be 
hampered by lack of resistant parental material. 

SUMMARY 

Kight physiologic races of Ustilago horde'’ were found in 200 col¬ 
lections from 20 States. Race separation was based on differences 
in pathogenicity on five varieties of spring barley. 

The most widely distributed race was collected in 21 of the 20 
States. It was also the most generally prevalent race, occurring 114 
times in the 200 collections. 

In California and Washington another race was conspicuously 
prevalent and widespread. It occurred 51 times in 00 collections from 
these States. 

ruder the conditions of a 1-vear test with 28 winter varieties or 
selections, little clear-cut differential host response to the 8 races of 
covered smut was obtained. Marked differences in varietal response 
to winter injury occurred. A better knowledge of the influence of this 
factor on the incidence of covered smut in winter barleys is needed. 
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IMPROVEMENTS IN DETERMINATION OF OIL DEPOSIT 
ON SPRAYED FOLIAGE 1 

By L. H. Dayvhky, associate chemist , and J. Hi ley, formerly assistant scientific 

aide , Division of Insecticide Imestigations , Bureau of Entomology arid Plant 

Quarantine , f United States Department of Agriculture 

INTRODUCTION 

A number of methods for the determination of oil deposit on sprayed 
foliage have been proposed during the last 7 years, but nearly all the 
reliable ones have been applicable only in the determination of the 
highly refined petroleum oils. Success with such oils has depended 
upon the fact that they remain comparatively inert, whereas a large 
proportion of the natural substances exti'acted from leaves is de¬ 
stroyed by treatment with strong mineral acid (4, 5, 7) 2 Under 
such conditions it is possible to collect and measure the oil in Babcock 
bottles, and with a knowledge of the surface area of the extracted 
foliage, to calculate the deposit in terms of the quantity of oil retained 
per unit of leaf area. 

In the case of the less refined petroleum oils ( 8), however, the 
authors found it necessary to carry check samples, to which known 
quantities of particular oils had been added, along with the unknown 
samples, for the purpose of correcting the results both for the plant 
substances undestroved by tlie acid and for certain unsaturates 
eliminated from the petroleum oil itself by the acid treatment. These 
operations were no more time consuming than the average chemical 
determination. In a subsequent attempt to develop an even simpler 
method, applicable also in the analysis of fatty oils, Dawsev, Cress- 
man, and lliley (4) tried to standardize emulsions upon the basis of 
the quantities of oil retained by wax-coated plates, but found that the 
deposit on plate surfaces was not always proportional to that retained 
by a leaf surface. It was concluded that accurate results were best 
achieved by oil extraction directly from the foliage, and since then 
work has been carried forward on such a basis. 

The purpose of the investigations described in this paper was to 
develop improved methods for the determination of oil deposit on 
foliage which would be applicable to oils of animal and vegetable 
origin as well as to the nonvolatile petroleum oils. With this objective 
experiments were carried out to ascertain (1) which was the best 
solvent to employ in recovering oil from sprayed foliage, (2) the 
optimum conditions for recovery of 100 percent of the oil, or the 
total deposit, and (3) the accuracy obtainable under the optimum 
conditions for oil recovery. 

EXPERIMENTAL PROCEDURE 

All the tests were performed with leaves from plants of the Old 
Rose variety of chrysanthemum {Chrysanthemum hortorum) which 

1 Received for puhlimliou June 22. 1937. issued December 1937 
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had been grown in the greenhouse in pots and allowed to reach a 
height of about 12 inches. Applications to sprayed foliage were 
made with emulsions stabilized with bone glue m the proportion of 
6 g of glue to 100 ec of oil. The precision sprayer and the spraying 
methods employed have been described previously 4). 

EXTRACTION EFFICIENCY OF DIFFERENT SOLVENTS ON 
NATURAL LEAF SUBSTANCES 

The first tests were carried out to determine which of the more 
common solvents was best adapted for extracting oil from chrysan¬ 
themum foliage. It was apparent that the most suitable solvent 
would be the one in which the spray oil was readily soluble and yet 
which would dissolve the least material from the leaves. 

Table 1 gives a comparison of the quantities of materials extracted 
by different solvents in the treatment of both powdered leaves and 
fresh leaf disks in a conventional type of apparatus. To prepare the 
powdered samples, unsprayed leaves were dried in an electric oven at 
110° C., powdered in a mortar, and 0.50()0-g samples were weighed out 
and placed in the thimbles of an A.S.T.M. (American Society for 
Testing Materials) rubber-extraction apparatus. Extraction was 
alhrwed to proceed until the liquids in the siphon cups were colorless. 
The extracts were filtered into weighed flasks, the solvents evaporated 
off, and the residues dried to constant weight at 110°. For the leaf- 
disk samples, 200 fresh disks of 1 cm diameter were cut per sample 
from the unsprayed plants. It was found that this number of disks, 
when dried and pow r deml, weighed 1.008 g. The fresh disks were 
extracted in a Bailey-Walker extractor for 3 hours, the solvents 
evaporated in the original weighed extraction flasks, the last traces of 
volatile substances taken off in a vacuum desiccator at a pressure of 
2 to 3 mm of mercury, and the residues determined at constant weight. 


Taklb 1. — Relative quantities of plant substances e>tiacted from drip pon dered leaves 
and from fresh y green chrysanthemum-leaf disks bi / different solvents 


Solvent 


Petroleum ether 
Carbon disulphide. 
Carbon tetrachloride 
Ethyl ether 

Benzene_ 

Methylene chloride . 
s Dichloroethylene..-. - - 


Powdered lea J frevh leaf disks 


< 'olor of extract 

Hcsiduc ] 

Color of extract 

Residue 


M{! ! 

1 

1 Mu 

Yellow . 

44 \) j 

I Light yellow 

j 17 1 

Dark green 

70.9 

Brown 

31 7 

. do 

80.3 ! 

Yellow’ 

48 0 

do 

83 5 1 

Green 

1 49. 1 

do_ 

S3 fl 1 

Yellow 

38 2 

. . do . 

\H) I j 

..do .. . 


. do 

112.8 

. _ do 

37 0 


Although the powdered leaves were extracted in the A.S.T.M. 
apparatus and the fresh leaf disks in the Bailey-Walker apparatus, 
the two sets of results are at least indicative of the relative quantities 
of leaf substances extractable, since the residues are calculated upon 
the basis of 1.0f>8 g of dry leaf material continuously extracted for 
approximately the same period of time. 

It. is evident that by drying and grinding the leaves before extrac¬ 
tion considerably more nonvolatile material is extracted than when 
green disks are used. In both types of treatment minimum quantities 
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wore taken out by petroleum ether; so this solvent appeared to be the 
most promising one. In the extraction of the disks the petroleum 
ether showed only a light-yellow color, indicating that very little 
chlorophyll had been extracted. This is in keeping with the fact that 
chlorophyll is contained within the leaf cells, and if the cell walls 
are not broken practically none is extracted by this solvent. Such 
small quantities of substances as were obtained with petroleum ether 
from the fresh disks must, therefore, have consisted of natural waxes 
and oils from the surface of the leaves. It was concluded from this 
experiment that petroleum ether would be the most suitable solvent 
to use in extracting the oil deposit from sprayed foliage. 

Rohrbaugh (7) claimed petroleum ether to be a superior solvent in 
the extraction of petroleum oils from dry, powdered citrus foliage. 

METHOD OF EXTRACTION AS AFFECTING OIL RECOVERY 

English (6) stated that oil w r as completely recoverable from Satsuma 
orange foliage in a limited number of washings on leaf disks, because 
subsequent extraction in a Soxhlet apparatus failed to show additional 
quantities of oil. Later Dawsey (#, 5) made improvements in the 
English method, based upon the successive washing of disks with ethyl 
ether, as used in the determination of oil deposit on the foliage of 
camphor-tree, Satsuma orange, pecan, and chrysanthemum. Rohr¬ 
baugh (7), on the contrary, claimed that simply washing unground 
citrus leaves in such a solvent was insufficient for complete recovery. 

It was therefore considered desirable to study some of the different 
methods of extraction and thereby determine the optimum conditions 
for complete recovery of the deposit from sprayed foliage. To this 
end experiments w r ere performed to determine the efficiency of oil 
recovery in washing leaf disks a limited number of times, and also 
in continuous extraction as is best carried out in a standard type of 
extraction apparatus. 

WASHING METHOD 

The first of these tests w as a simple washing experiment with ethyl 
ether and carbon tetrachloride as solvents. Samples containing 200 
disks of 1 cm diameter w ere taken from unsprayed plants and from 
plants sprayed wdtli a 2-percent emulsion of a highly refined petroleum 
oil. They w r ere extracted in 125-cc flasks by washing four times with 
35 ce of solvent per washing, after which the residues in the total 
extracts were determined. All residues were determined on a volume 
basis in Babcock bottles except the initial extractions with carbon 
tetrachloride, which were determined by weighing. The specific 
gravity of the oil was 0.8512 as used in converting weight to volume. 
The oil from the samples of sprayed foliage was calculated by sub¬ 
tracting therefrom the mean of the residues extracted from the un¬ 
sprayed foliage. Afterward the exhausted leaf disks were dried and 
reduced to powder, and the washing treatment was repeated to 
recover any remaining oil. Table 2 shows in the case of both solvents 
the quantities of residue initially extracted and those extracted in the 
second treatment. 


m>T71—»7- 
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Table 2.- —Extraction efficiency in tvashing the oil deposit from mixed leaf disks 
with ethyl ether and carbon tetrachloride 

ETHYL ETHER EXTRACTIONS 




; Residue from initial washings 

Residue from final washings 


Sample no 

Sprayed 

disks 

Un¬ 

sprayed 

disks 

Total oil re¬ 
covered 

Sprayed 
powder i 

Un¬ 

sprayed 

powder 

Total oil re- 
recovered 

1. 

2. 

3 

Mm 3 

58.7 
59.6 

60.8 

Mm 3 

4 3 
4.3 

4 6 

Mm 3 

Percent 

A/m 3 

9 2 
9. 1 

8 3 

Aim 3 

4.2 

3.9 

3 7 

Mm * 

Percent 

4_ 

. 

61.2 

4.5 

- 


9.3 

4 3 

. . 

- 


Mean. 

60.1 

4 4 

55.7 

91 8 

9.0 

4 0 

5 0 

8.2 


CARBON TETRACHLORIDE EXTRACTIONS 


] . .... 

Mg 

47 9 

Mg 

7 0 

Mg 


9 6 

2 4 


2.. 

51.9 

7 I 



11.4 

3 1 ! 


3__ 

51.1 

7.0 

_ 


10 7 

3 3 


4.. . 

53.3 

6.6 

-- 


12 5 

2 7 ! 

--- 

Mean.. . J 

i 

51.1 

6,9 

44 2 

86. 4 

11. 1 

2 9 

_J 

8 2 

i 


The total deposit as obtained with ethyl ether agrees closely with 
that obtained with carbon tetrachloride, the two figures being 60.7 
and 60.1 mm 3 , respectively, when calculated from the data in the 
table. In the four initial washings ethyl ether was slightly more 
efficient, but since neither solvent recovered the oil completely, it was 
concluded that more drastic extraction measures were necessary. 

As in this example with chrysanthemum leaves, it is improbable 
that extractions carried out by Dawsey ( 3 ), in earlier work on cam¬ 
phor-tree and chrysanthemum foliage, recovered all the deposit. 
Washing disk samples four times with ethyl ether, however, is seen 
to give a good approximation of the total deposit on the foliage, and 
it is unlikely that the general conclusions regarding the insecticidal 
action of oil sprays drawn in previous w r ork (1 , 2) are seriously in error. 

CONTINUOUS EXTRACTION 

A continuous method of extraction, w T itli petroleum ether as the 
solvent, w r as tried next. Samples of green leaf disks taken from plants 
sprayed w r ith a 2-percent oil emulsion, and from unsprayed plants, 
were prepared as before and immediately extracted with petroleum 
ether in the A. S. T. M. rubber-extraction apparatus. After con¬ 
tinuous refluxing for 2 hours, the solvent was evaporated down on 
the water bath, the extracts w r ere transferred to weighed flasks, and 
the residues were heated to constant weight at 110° O. The residues 
from the initial extracts were weighed. They were then transferred 
from the weighing flasks to Babcock bottles and the oil in each sample 
was redetermined according to the previously developed volumetric 
method (3). Thus, a direct check was obtained upon the accuracy 
of the weighing method. Both the Babcock measurements and the 
results obtained in weighing are included in table 3. After the initial 
extractions, the exhausted leaf disks were dried, reduced to powder, 
and reextracted to determine whether all traces of the spray oil had 
been taken out during the first operation. The residues from the 
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second extractions were estimated by the Babcock method, and these 
figures are also shown in table 3. 

Table 3 .--Oil-recovery efficiency of petroleum ether in continuous extraction on fresh 
leaf disks in A. S. T. M. extraction apparatus 


Sum pie 

TIO 


1 

2 

sLl.. 

4.. . . 

Alcan. 


Residue from initial extraction 


I Residue from final extrac- 


Welicht determination j Babcock determination 


tion, Babcock determina¬ 
tion 


I 


Sprayed 

disks 

Un- 

sprayed 

disks 

Oil recovered 

Sprayed 

disks 

Un¬ 

sprayed 

disks 

Oil recov¬ 
ered 

Sprayed 

powder 

Un¬ 

sprayed 

powder 

Oil recov¬ 
ered 

Mg 

Mg 

Mg 

Pet. 

M w 3 

Mm* 

A/W 3 j pd 

Mm 3 

Mm 3 

A/m 3 

Pet. 

29.7 


32.4 


, ! 

2.5 

l.fi 


_ 

39 3 

4 


_ 

43 5 

3.4 

1 1 

1.7 

1 9 


_ _ 

38. 2 

4 .*> 



43.4 

3 5 

r/' "i \;_.i 

1 8 

2 2 

_ 

L ___ 

38 2 1 

3.9 



42.8 

. .L 2 

. j 

1.7 

2.1 


— 

36. 4 

4.3 

32.1 

100 0 

40 5 

3.4 

37.1 98 4 

1 9 

: 

2 0 

0 

J 


This experiment showed that it was possible to recover 100 percent 
of the oil deposit, provided fresh leaf disks were continuously extracted 
in a standard type of apparatus for 2 hours with petroleum ether. 
This was proved by the fact that further drying, grinding, and ex¬ 
tracting of the previously exhausted disks did not give any more oil 
than was obtained from the unsprayed blanks that were run simul¬ 
taneously. There was considerable variation from sample to sample, 
but the quantities of oil as checked by the Babcock method indicated 
that the weight determinations were reliable. The results of the 
Babcock determination were slightly lower than those obtained by 
the weighing method, but this was to be expected since small quanti¬ 
ties of oil may have been lost in transferring the residues from the 
weighing flasks to the Babcock bottles. 


Table 4.- —Effect of lapse of time between spray application and extraction upon the 
efficiency oj oil recovery from plant foliage 

21 HOCUS AFTER SPRAY APPLICATION 


! Residue from initial extraction « 

... _____ . _ . __ _j Residue from final extraction, 

i I I Babooek determination 

Sample I Weight determination j Babcock determination j 


no. | 

_ 

__ 

_ . 

_j 

. _ __ 

. ___ 


.. _ , 

__ 

_ 



Sprayed 

disks 

sprayed! 
disks | 

Oil recovered 

Sprayed 
disks | 

! Un- J 
sprayed 
disks 

[ Oil reeo\ - j 
ered i 

|_: 

i Sprayed 1 
: powder 

Un- ' 
spra>ed| 
powder 1 

Oil re¬ 
covered 


Mg \ 

! Mg 

Mg 

! pa 

Mm* 

Mm 3 ! 

A/m 3 

! Pet. i 

1 A/m 3 

A/m 3 1 

| A/m 3 LRrf. 

1. 

\ 02.4 , 

i 7.6 

ftl 4 


Oft. 8 

4.2 

63.0 

! _ ; 

1.6 

1.7 

! 

2 __ 

ftt. 8 

8 1 

53 8 


! 60.7 

3.5 i 

02 9 


1.1 

1.0 

i_ 

3. .... 

04.2 ! 

1 8.0 

5ft. 2 


! 69.8 

3.6 i 

06.0 



1.4 

| 

4. 

5D.4 j 

1 8.2 

51 4 

1 

04.2 

4.0 

60. 4 


1.4 

.9 

— . 

Mean— 

62.0 

8.0 

I 54 0 

100.0 

GO 9 

3.8 

03. 1 

j 99.5 

: 1 

1.4 

1.3 

0 1 j 0 




ft DAYS AFTER SPRAY APFUU* 

lTIO> 




1. 

55.2 

8.3 j 

47.0 


50.9 

3.7 

53.3 


1.3 

1 3 


2. 

53.1 

8.2 

44.9 

__ 

50.7 

4.1 

53. 1 

_ 

1 3 

1.3 


3. 

49.9 

8.0 

41.7 

_ 

54.0 

3.4 

50 4 ; 


1.2 j 

1.3 


4.. 

56.0 

8.3 

47.8 


59.2 

3.2 

55.6 ] 

— 

1.5 1 

1.1 

— 

Mean.. 

53.6 

8.2 

45.4 

84.1 

56.7 

3.6 i 

53.1 

83.8 j 

i 

1.3 

1.3 

0 0 
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Further experiments were conducted to ascertain whether the total 
deposit could be recovered by continuous extraction with petroleum 
ether when the extraction was delayed and larger deposits were used 
(table 4). I 11 these tests a set of plants was divided, some of the 

plants being sprayed with a 5.0-percent petroleum oil emulsion while 
others were left unsprayed. The foliage from half the sprayed plants 
was analyzed about 24 hours after application and the other half were 
set aside in the greenhouse for analysis 6 days later. In both cases 
extractions were performed on samples containing 100 disks clipped 
not more than 3 to 4 hours before extraction. Although only 84.1 
percent of the original oil deposit present could be found on the plants 
6 days after spraying, reextraction of the exhausted samples, after 
drying and grinding, showed the oil recovery to be 100 percent. It 
is thought that the reduction in deposit between the first and the 
sixth day must have been due to volatilization together with weather¬ 
ing (8) of the oil on the plant. 

EFFECT OF TREATMENT OF LEAVES BEFORE EXTRACTION 

In further experiments on processing leaves before extraction, it 
was found that only 83 to 88 percent of the total deposit could be 
recovered during a 2-hour continuous extraction with petroleum ether 
in the A.S.T.M. apparatus when the disks were dried but not ground 
to powder. It appears, therefore, that mere drying of the leaves 
makes the oil even more difficult to extract, so that reduction of the 
material to a powder then becomes imperative, whereas if the leaves 
are extracted when fresh, continuous washing is sufficient for complete 
extraction of the oil deposit. Elimination of the necessity for drying 
and grinding thus simplifies the work involved in routine analysis. 

CHECK ANALYSES 

One experiment was carried out with refined corn oil, a typical 
vegetable oil, to ascertain approximately the errors likely to occur in 
handling samples during analysis. 

Eight samples, each containing 200 disks from unsprayed foliage, 
were prepared. To four of the samples known weights of corn oil were 
added; the remaining four samples were used as blanks. The extrac¬ 
tions were made under the previously determined optimum conditions, 
followed by determination of the weights of residues and calculation 
of the quantities of oil known to be present. Table 5 shows the dif¬ 
ferences between the calculated quantities of oil present and those 
known to have been added. The differences calculated on the basis 
of the amounts of oil present are not more than ±2 percent. The 
largest errors occurred in the first two samples where the quantities 
of oil present were small, but if differences between calculated and 
known quantities of oil are considered in terms of weight, then it is 
seen that they fall within the variations occurring among blank 
samples; hence, the main source of error must be ascribed to variations 
in the quantities of natural leaf substances in the oil-containing samples 
rather than to losses of oil in handling. 
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Table 5. — Calculated quantities oj corn oil recovered from samples by petroleum 
ether extraction as compared with known quantities of the oil added to the samples 



Sample no 

Oil addod 

Total resi¬ 
due ex- j 
traded j 

. | 

Loaf sub¬ 
stances 
present 1 

Calculated 
oil present 

Error 



Mg 

Mg 

Mg 

Mg 

Percent. 

1. 


24.9 1 

36 4 ! 

11 5 

; 25 3 

! +1.6 

2.. - 


56.5 1 

66 8 1 

10 3 

I 55 7 

-1.4 

3_ . 


113.4 1 

124 9 J 

11 5 

| 113 8 

+.4 

4... 


182 3 ! 

193.5 ; 

11 2 

! 182 4 

1 .0 

Mean - - 


. 1 

‘ - i 

11 1 


j 


1 In the blank sample's the quantities of leaf substances were 11.0, 10 0, 12 0, and 11.4 nig, with a mean of 
11 3 mtr. 


It is at once apparent that the accuracy in the petroleum ether 
extraction method for determination of oil deposit depends primarily 
upon having the same quantities of leaf substances in both blank and 
oil-containing samples, so that when the blank weights are subtracted 
from the weights of the oil samples a true figure is obtained for the oil 
content. Tliis is best accomplished by running blanks simultaneously 
with oil samples, since blanks are known to vary, depending upon the 
length of time they are extracted. Moreover, the error in calculating 
the oil deposit may be larger for small deposits than for large deposits. 
For example, the following residues were extracted with petroleum 
ether in a test on unsprayed chrysanthemum foliage where the samples 
consisted of 200 disks, the time of extraction was 2 hours, and the 
Bailey-Walker apparatus was used: 


Residues, mg . IS. i 18.9 20.fi 17.6 10. 8 18.9 17.5 M - 18. 4 

Difference from mean, 

mg_ ... 0 +.5 1-2. 2 S -1. fi * . 5 9 


The extreme difference from the mean was d-2.2 in the third sample. 
If this sample had 30 mg of oil in it, the error introduced in analysis 
would have been about 7 percent; but if this sample contained as 
much as 300 mg of oil, the error would have amounted to only 0.7 
percent. In practice the petroleum ether method has been found 
to show extreme errors within this range when a number of samples of 
sprayed, mixed disks are analyzed together with blank samples. 
Ordinarily with an average-sized deposit of foliage, however, the eiror 
in analysis is small, and may be neglected in view of the fact that very 
large differences in oil deposit, due to the coverage factor in spraying, 
completely obscure small errors such as are detectable in the fore¬ 
going type of check analysis. 

DISCUSSION 

Although most of the experimental data were obtained with a 
refined petroleum oil of 94-percent unsulphonatable residue, the 
petroleum ether extraction method for determination of oil deposit on 
foliage, wdien carried out under appropriate conditions, is applicable 
to nearly all kinds of nonvolatile insecticidal oils, including the 
vegetable, animal, and loss refined petroleum oils, the last named of 
which are appreciably attacked by acid treatment in the hitherto 
employed Babcock methods of analysis. A limitation exists, however, 
in the determination of semivolatile oils such as pine oil, orange oil, 
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or kerosene, inasmuch as evaporation losses take place during analysis. 
The analytical procedure can be followed with standard pieces of 
laboratory equipment, since it embraces only four operations: (1) 
Cutting leaf disks in preparation of samples, (2) extracting samples 
with petroleum ether, (3) evaporating the solvent, and (4) drying 
residues to constant weight. The extraction can be made practically 
automatic with the aid of an electrical time switch, so that the labor 
is expended chiefly in cutting the leaf disks and weighing the residues. 

Although the method has been developed primarily for determina¬ 
tion of oil deposit on chrysanthemum, it is possible that the same 
principles can be applied to other lands of foliage. For example, 
apple leaves are known to give very much smaller blank residues than 
chrysanthemum leaves, on the basis of equivalent foliage areas; so 
the method may be applicable in the analysis of apple foliage with even 
greater accuracy. Whether the method can be used on citrus is not 
known, but it is thought that waxy leaves will give larger blanks, 
thereby lessening the accuracy somewhat. 

SUMMARY 

An improved weighing method is described for determination of oil 
deposit on chrysanthemum foliage after spraying with emulsions. 
The method is applicable to nearly all kinds of nonvolatile insecticidal 
oils, including both petroleum oils and fatty oils. The procedure 
consists of four steps: (1) Cutting leaf disks in preparation of samples, 
(2) extracting samples, (3) evaporating the solvent, and (4) drying 
residues to constant weight. Recovery of oil from chrysanthemum 
foliage is 100 percent. 

Petroleum ether was found to be the most suitable solvent to use in 
extraction, because it dissolved smaller quantities of the natural 
plant substances present on the foliage than other solvents tested. 

All the oil could not be extracted by simply washing disks a limited 
number of times, but when samples contained freshly cut disks and 
extraction was carried out in a standard type of apparatus for 2 hours, 
recovery was complete. Drying and grinding of the foliage before 
extraction was not necessary for complete recovery of deposit even 
6 days after spray application. 

The accuracy attainable by the method is influenced by the varia¬ 
tion in quantities of natural leaf substances extracted from the same 
number of leaf disks, from sample to sample, and depends upon the 
size of the oil deposit being measured as compared with the quantity 
of leaf substances present. The error in calculating low deposits Is 
larger than the error in calculating high deposits. With average-sized 
and higher oil deposits the error in analysis is small and may be 
neglected, since very large differences, due to the coverage factor in 
spraying, obscure any errors detectable by the method of analysis 
when used in actual practice. 
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INTERRELATIONSHIPS OF EGG PRODUCTION FACTORS 
AS DETERMINED FOR WHITE LEGHORN PULLETS 1 

By I. Michael Lerner, junior poultry husbandman and Lewis W. Taylor, 
head t division of poultry husbandry, California Agricultural Experiment Station 

INTRODUCTION 

It 1ms long been recognized that the egg-producing ability of the 
domestic fowl depends on a number of inherited and noninherited 
factors. Since the early attempts to identify and describe these fac¬ 
tors a voluminous literature has accumulated. Jull (7) 2 has compiled 
a bibliography which includes the larger proportion of papers published 
in this field. It must be pointed out, however, that only a few such 
papers deal with the actual establishment of criteria for these factors. 
Most of the papers present statistical analyses of observables, de¬ 
scribed by arbitrarily selected criteria. 

Of the attempts to justify the use of one or another measurement 
on other than empirical grounds, a notable contribution is that of 
Knox, Jull, and Quinn (#), who studied the interrelationships be¬ 
tween a number of different heritable and nonheritable factors as 
well as their relation to the annual egg record. Their conclusions 
were somewhat at variance with some of the work reported earlier, 
such as that of Hays and Sanborn {(>), and with some of the work 
published since (Lerner and Taylor (/), 10 , 11)), The latter have 
suggested the use of a number of criteria for the measurement of 
certain of the factors affecting egg production. The present paper 
deals with some extensions and further ramifications of these. 

Essentially, there are two types of genetic factors that enter into the 
expression of the egg-laying ability of the fowl. The first type affects 
the period of time during which the bird is in lay, and includes maturity, 
persistency, and pauses due to broodiness or other causes. The second 
type determines the intensity or rate of production of tin' birds when 
in lay. 

Maturity has been found to be adequately measured by the age at 
first egg (Warren (14)\ Knox, Jull, and Quinn (£); Hays (o)). Persis¬ 
tency has been defined differently by different workers, and the grounds 
on which age or date at last egg are suggested as criteria for its measure¬ 
ment have been discussed by Lerner and Taylor (10). Pauses as yet 
have been defined only arbitrarily, various measurements of pause 
having been used by Hays (J, 4 ) and others. The measurement of 
rate has also been a controversial issue, particularly in the relation of 
rate to pauses. The use of net rate of production (number of eggs 
divided by number of days in the laying period considered, less the 
number of days broody and in pause) has been discussed by Lerner 
and Taylor (9). The application of these criteria and the effect of 
the observables they measure on egg production form the subject for 
the analysis presented in this paper. 

1 Received for publication June 12.1937. issued December 1937 Assistance in i he calculation of statistical 
constants was provided by the Works Progress Administration 
* Reference is made by number (italic) to Literature Cited, p 712 
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MATERIALS AND METHODS 

The trap-nest records of the Single-Comb White Leghorn flock of the 
Poultry Division were used for the raw T data of this analysis. The 
first-year laying records of two generations of birds were examinod 
and only those of individuals that answered the following require¬ 
ments were selected: (1) Birds that had completed their full first 
biological laying year. This eliminated all birds that died or were 
otherwise disposed of before undergoing a complete molt at the end 
of the first laying year. (2) Birds that did not pause; that is, had 
no periods of 7 consecutive days of nonproduction during this time. 
This requirement wuis set up to eliminate the question of pause from 
consideration as far as possible until such time as more precise criteria 
of pause than those now r used become available. It is recognized that 
the establishment of such a requirement has a certain element of 
arbitrariness in it, but it is likely that only a few r , if any, birds which 
are genetically pausers w r ould be included in the selected population 
when 7 days is used as the standard for pause. A possible shortcom¬ 
ing of this method lies in the exclusion of some nonpausing birds and 
the consequent reduction in the number of birds represented in the 
populations studied. 

These requirements provided a highly selected population of fairly 
superior layers. Since the hatching season for the 2 years studied 
was confined to March and April, and the management was uniform 
throughout, environmental variation may be considered as having 
« been greatly restricted. The analyses for the 07 birds of the 193B 
series were made separately from the analyses for the 100 birds of the 
1934 series, so that duplicate figures for the 2 years are presented. 

The statistical methods used are those described by Ezekiel (2) f 
except for the calculation of the coefficient of multiple correlation, 
which w T as made in accordance with the method of Wallace and Snede- 
cor (18), and the analysis of variance, which was performed in accord¬ 
ance with Snedecor’s manual (12). A fuller discussion of the various 
measures of part and partial correlation used will be made in conjunc¬ 
tion with the data presented. 

FACTORS CONSIDERED 

Tw o measures of annual egg production w ere used: (1) The production 
during the 365 days immediately following the first egg, which is the 
measure most commonly used in breeding and in experimental prac¬ 
tice; and (2) the production during the whole of the first biological 
laying year, from the first egg at sexual maturity to the last egg laid 
at the onset of fall molt. The latter measure reflects more accurately 
the inherent ability of the bird to lay, since it lacks the arbitrary ele¬ 
ment introduced in the first measure. 

Since the population selected was nonpausing and nonbroody, the 
only time factors involved are maturity and persistency. Age at first 
egg w r as adopted as the measure for the former and age at last egg for 
the latter. Material presented elsewhere (11) indicates that for the 
population studied the two measures are equivalent so far as the pro¬ 
portion of variance that is genetic in nature is concerned. Although 
on the basis of susceptibility to environmental differences, date of last 
egg was found to be a superior measure of persistency, age at last egg 
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was used here by analogy with the measurement used for sexual 
maturity. 

The type of measurement for rate of production presented the most 
difficulty. Though on the basis of considerations previously outlined 
(9) net rate was to be used, the essential point of importance was the 
selection of the period of time to be used for the determination of rate. 
As a first step, the calendar year was divided into three 4-month pe¬ 
riods, designated winter (November-February), spring (March-June), 
and summer and fall (July-October). For the sake of brevity the 
last period will henceforth be referred to as summer. 

The rate of production for each bird for each of these periods was 
calculated and then used individually in combination with the two 
measures of the time factor. Kate was also measured by single 
monthly periods but these calculations are not presented, since the 
establishment of broader principles rather than details is desired here. 

As the first step in the analysis proposed, the heritability of the fac¬ 
tors to be studied was determined. The simplest way of approaching 
this problem is through the determination of the relative variance in 
the observables studied which can be assigned to the differences be¬ 
tween the sires of the pullets used in the study. While such variance 
would represent only a portion of the total genetic variance, a relative 
estimate of the sires' contribution which finds its expression in the 
phenotype of the daughters is made. Since the number of different 
sires involved in the 1933 series was somewhat out of proportion to the 
number of daughters, the analysis of variance w r as carried out only for 
the 1934 series. The results of this analysis are presented in table 1. 
The lower limit of significance for the degrees of freedom involved is 
an /’value of between 1.65 and l.SS, and it may readily be seen that 
with two exceptions all the values are highly significant. Winter 
rate is found to have border-line significance, but undoubtedly passes 
the test of heritability since only a portion of the genetic variance is 


Tabu-; 1. — Analysis of variance of the dependent and independent variables with 
respect to sires , 19SJ f series 1 


Souice or \armiec 


Total . 

Bet,ween means of sires. 
Wtlhtn means of siies 
}' . 


Source of variance 


Total. 

Between means of siies_ 

Within means of .sires 

r .. 


Decrees i 
of free- j 
dom I 

305-day production 

, Biological laying- 
; ' ear production 

Age at first egg 

Total 
squares j 
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square 

s 

, Total i Mean 
j squares i square 

Total ! Mean 
squares 1 square 

99 ! 

101,093 | 

__ 

| 183,903 ( .. 


80,275 |. 

K() 1 

45,780 ; 
55.307 j 

2, 109 8 
091 3 
3 49 

j 84,834 ! 4.404 9 
| 99, 009 1 1, 238 4 

s -- — _ 3.01 

! i 

22.584 J 1, 188 6 

03.091 ] 790.1 

1.49 

Age at last. egg 

1 f 

Winter rale j Spring rate j Summer rate 
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square 
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square j squares 

Mean j Total I Mean 
square j squares square 
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5.511 

... J 5.211 


j 1 

-- i US | 

7(1. 039 
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4,002 1 

1,338.9 

2.99 

1,098 

3.813 

89 4 1 2,318 
47 7 1 2,803 
1.88 !. 

123.0 2,307 | 124.6 

35.8 1 3,811 ! 47.0 

3 45 j _ .j 2 62 


i F at, f)-i>ercent point, —1.88, F at 1-percent point -2 1*2 
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represented here. The lack of significance in age at first egg is, how¬ 
ever, surprising, not only because there is no question as to its genetic 
nature (5, 14) y but also because at least one of the pairs of genes con¬ 
cerned in its determination is known to be sex-linked. Thus the 
greater portion of the genetic variance exhibited in the daughters 
should be aseribable to the influence of the sire. A more complete 
test made on a larger population where pausing pullets were also 
included in the analysis indicated that a genetic basis for age at first 
egg cannot be questioned (11). 

CORRELATION ANALYSIS 

The coefficients of simple correlation between the various observ¬ 
ables studied are presented in table 2. Instead of the standard errors 
of these coefficients, the values of r, representing values most probably 
true for the universe from which the sample was drawn and calculated 
in accordance with the formula presented by Ezekiel (#), are given. 
These values serve as an adjustment for the size of the sample used, 
at the same time indicating the true magnitude of various correlation 
coefficients with a greater degree of accuracy. 

Tablk 2 .—Zero order coefficients of correlation , 1933 and 1934 series 


\ urirtt>lo,s correlated 


305-day production, age at first egg 
365-day production, age at last egg- 

305-day production, winter rate_ 

365-day production, spring rate 

365-dav production, summer rate_ . . 

Biological laymg-year production, age at first egg . 
Biological layiug-year production, age at last egg... 
Biological laving-year production, winter rate . 
Biological la*mg-*ear production, spring rate 
Biological lay mg-* ear production, summer rate 
Age at first egg, age at last egg _ . . 

Age at first egg, winter rate _ ... 

Age at first egg, spnng rate ... 

Age at first egg, summer rate 
Age at last egg. winter rate . 

Age at last egg, spnng rate ... . 

Age at last egg, summer rate 
Winter raty, spring rate.. 

Winter rate, summer rate . . 

Spring rate, summer rate ... 


1933 series 

i 1934 series 

1 
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1 r 

1 __ 
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530 
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- 381 ' 

• 309 
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1 583 
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400 
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502 
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.591 
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359 

:m 

4S1 

| . 472 

380 1 
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. 131 

045 

.151 j 

114 

0H7 

0 

J38 | 
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020 

. 0 j 

i 133 ; 

089 

142 

, 071 

1 .029 

0 
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1 003 ! 

177 j 

145 

159 
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271 1 

252 

243 ! 

i .212 1 

. 090 ! 

0 

589 ; 

581 j 

471 ; 

. 403 

348 
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212 i 

.187 

745 ! 

' .740 1 

905 ; 

904 
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_ ' 



It is evident from table 1 that the five independent factors exercise 
an influence on the annual record, measured either by the 365-day or 
bv the biological laying-year production. The time factors are rela¬ 
tively independent of each other, the coefficients of correlation bet ween 
age at first egg and age at last egg being 0.045 and 0.114 for the two 
respective series. Age at first egg also shows very low correlation with 
the three measures of rate, the coefficients varying in magnitude from 
zero to 0.095. Age at last egg, on the other hand, shows somewhat 
higher coefficients of correlation with the rate measurements. How¬ 
ever, the two series do not give exactly the same results. In order of 
magnitude, age at last egg is most closely correlated with summer rate 
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and least with winter rate for the 1933 series, while for the 1934 series 
it shows a zero coefficient with summer rate and the highest value of 
0.252 with spring rate. 

Correlation coefficients between rates during the different seasons 
also show some variation. The highest correlation obtained is between 
spring and summer rate, followed by that between winter and spring 
rate, the lowest coefficient being that between winter and summer rate. 
The latter is, of course, to be expected, since the two periods do not 
follow one another on the calendar scale, as is the case with the other 
correlations. 

Table 3 presents coefficients of multiple correlation with two and 
three independent factors at a time and the two production measures 
in turn as the dependent variable. The most probable values of the 
coefficients for the universe are once more presented instead of the 
standard errors, and these values are used for calculations leading to 
the results presented in the subsequent tables. 


Table 3. -Coefficients of multiple correlation , 1933 and 1934 series 


Independent variables 
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It limy bo noted that the addition of any factor one at a time raises 
the values of the coefficients of correlation above those obtained with 
two variables. l T sing three independent factors at a time further 
increases the magnitude of the coefficients of correlation obtained. 
The squares of these coefficients are used as the coefficients of total 
determination (table 4). They indicate the percentage of variance in 
the annual record which is accounted for by the variance in the three 
independent factors. 

No uniformity can be observed as to the magnitude of the total 
determination with respect to the measures used for rate. Thus in 
the 1933 series the highest coefficients obtained are those for which 
spring rate is used, accounting for 75.0 percent of the variance of the 
365-day record and 80.3 percent of that of the biological laying-vear 
production. In the 1934 series, however, it is the winter rate wliicli 
gives the highest determination, accounting for 77.3 and 91.4 percent 
of the variance for the two respective measures of an annual produc¬ 
tion. On the other hand, the lowest coefficients are obtained when 
winter rate is used with respect to the 305-day production and summer 
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rate with respect to biological laying-year production in the 1933 
series. In the 1934 series summer rate in the first case and spring in 
the second yielded the lowest values. 

Table 4 . —Coefficients of total determination , 1988 and 1984 series 


Dependent variable 


305-day product ion.. 


Biological laying- 
year production.. 



1933 series 

1934 

Independent variables 

Coeffi¬ 
cient of 

Standard 

Coeffi¬ 
cient of 


total de- 

error of 

total de- 


ter inina- 

estimate 

termina- 


tion 


tion 

[Age at first egg, age at last egg, \untei 

0 553 
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rate. 

Age at first egg, age at last egg, spring 

. 756 

14 6 

.739 

rate 

Age at first egg, age at last egg, summer 
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18 4 

. 689 

rate 

[Age at first egg. age at last egg, winter 

.783 

16. 9 

914 

rate. 

Age at first egg, age at last egg, spring 

863 

13 5 

764 

rate. 

\ge at first egg, age at last egg, summer 

773 

17 3 

.821 

rate 





Standard 
error of 
estimate 


15 2 

16 3 
17. K 
12.9 
21.4 
1H.6 


The coefficients of total determination obtained by Knox, Jull, and 
Quinn OS') fall within the range of values presented here. These 
workers, however, used six independent factors, and the highest co¬ 
efficient they obtained with a nonselected population of White Leg¬ 
horns was 0.766. Thus for the above coefficient, date of hatch, date 
of first egg, age at first egg, length of winter pause, and number of 
eggs laid in August and September were used. Date of hatch is not 
a heritable factor ; age at first egg and date of first egg are duplicating 
measures of maturity since the coefficient of simple correlation reported 
by Knox, Jull, and Quinn between these two variables is 0.901. The 
number of eggs laid to March 1, though designed to measure intensity, 
is also a measure of pause, showing a correlation coefficient with length 
of winter pause of —*0.824. Similarly, production in August and 
September falls short of being an adequate measure of persistency, 
since it is probable that the element of rate influences it, although no 
correlation coefficients to test this point are presented by Knox, Jull, 
and Quinn. 

When these workers used only three independent measurements, 
purporting to measure the same observables as used in this paper, a 
coefficient of multiple determination of 0.745 was obtained for a White 
Leghorn flock and of 0.785 for a Rhode Island Red flock, values 
which are of the same general magnitude as the ones reported here. 
It should be noted that these independent observables measuring rate 
(production to Mar. 1) and persistency (August and September pro¬ 
duction) both form a part of the annual record, thus tending to make 
the coefficients reported spurious to a degree. In the case of rate as 
measured here this may also be partially true, since in a nonpausing 
population net spring rate differs from production for the spring period 
by a constant (the reciprocal of the number of days in the period). 
So far as winter and summer rates are concerned, the number of days 
in the production period is not the same for all birds and hence this 
criticism is less applicable. 
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Table 4 also presents the standard errors of estimate for the coeffi¬ 
cients of total determination. These have been obtained directly 
from the latter coefficients in accordance with formula 49 of Ezekiel 
(#). Their magnitude varies from 12.9 to 21.4 eggs for the different 
combinations presented and their values indicate the degree of relia¬ 
bility to be placed on the multiple correlation values. 

Table 5 presents the constants of the multiple regression equations 
from which estimation of either the 365-day or the biological laying- 
year production may be made. These were used for the calculation 
of the part determinations. 


Table 5.—Constants of the multiple regression equations , 1 OSS and 1 OS4 series 
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RELATIVE IMPORTANCE OF THE INDEPENDENT VARIABLES 

The determination of the relative influence of the independent vari¬ 
ables on the dependent factor is a somewhat complex procedure. A 
number of methods are available for this purpose, but it may often 
happen that different interpretations are possible when different 
methods are used. When equal or proportional numbers of observa¬ 
tions for various subclasses are available, an analysis of variance prob¬ 
ably serves the purpose best. However, when such is not the case 
and w hen the making of certain assumptions necessary for such an 
analysis is not a justifiable procedure, other methods have to be used. 
Ezekiel (2) presents four such methods, of which three have been used 
for this study. The fourth, involving the calculation of coefficients 
of separate determination, does not give the net action of each of the 
independents on the dependent variable, and includes the interactions 
between the independents in the final values obtained. Furthermore, 
Ezekiel does not recommend the use of this method on a number of 
other grounds. 

The three methods used hero involve the determination of the coef¬ 
ficients of partial correlation, the coefficients of part correlation, and of 
the partial beta coefficients. The relative magnitude assigned to each 
of the independent variables affords a measurement of their importance 
in influencing the dependent factor. 

The first of these coefficients is a measure long familiar to the w orkers 
in the field of inheritance of egg production. The squared coefficient 
of partial correlation measures the reduction due to the added factor 
in the variance remaining after the effects of the other independent 
factors have been accounted for. It is calculated in accordance with 
Ezekiels formula 50, and the values obtained appear in fable 6 under 
the heading “Reduction in unexplained variance.” 




Table 6. —Relative importance of factors affecting the annual record , 1983 and 1934 series 
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The coefficient of part correlation differs from the first measure in 
that the adjustment for variation is made only in the dependent 
factor. The coefficient of partial correlation may be said to measure 
the relationship between the net variation of the independent factor 
from which the variation due to other independent factors is removed 
and the net variation of the dependent factor, similarly adjusted. 
The coefficient of part correlation, on the other hand, measures the 
relationship between the latter and the gross or unadjusted variation 
of the independent factor considered. It is calculated from formula 
51 of Ezekiel, and the squared values of it appear in table 6 in the 
columns headed “Coefficient of part determination.” 

The third method used involves the partial beta coefficients, which 
represent the coefficients of the regression equations placed on a 
comparable basis with each other by expressing them not in the units 
in which they were originally stated but in terms of their respective 
standard deviations. To avoid negative values the squares of these 
coefficients rather than the coefficients themselves as determined by 
Ezekiel’s formula 52 are presented in table 6. 

The values obtained by these three methods do not always give the 
same order of magnitude for the different variables, but general trends 
can be deduced from examination of the order in which they appear for 
the different regression equations. Thus perusal of table 6 brings out 
the fact that when the biological laying year production is considered, age 
at last egg is the single factor of greatest importance. Except in one in¬ 
stance, that of the 1933 series partial correlation coefficient when sum¬ 
mer rate is used as the measure of intensity, higher values are obtained 
for age at last egg than for age at first egg or any of the three rate 
measures used. Age at first egg undoubtedly seems to be the factor next 
in importance, the rate measures showing the lowest values throughout 
with a minor exception in the case of the 1933 series, where spring 
rate gives a somewhat higher value than does age at first egg. 

When the 365-day production is considered the picture is not as 
clear-cut. Age at last egg still may be considered as the most im¬ 
portant factor, although in a number of cases it appears to be some¬ 
what less important than rate. Age at first egg gives uniformly the 
lowest values for the 1933 series, but shows greater influence on the 
egg record in the 1934 series. 

So far as the relative value of the three measures of rate is con¬ 
cerned, it is hard to pass judgment on the basis of table 6 alone. 
However, comparison of the data from this table with those of table 
4 definitely establishes the point that summer rate is the least ade¬ 
quate of the three measures. Spring rate seems somewhat superior 
to winter rate, although in a number of cases, particularly when 365- 
day production in the 1934 series is considered, winter rate accounts 
for a greater percentage of variance than does spring rate when age at 
first egg and age at last egg have been already accounted for. 

In general it may be considered as established that in this non¬ 
pausing population the time factors are of greater importance than 
the rate factor. Of the factors considered age at last egg, measuring 
persistency, is the greatest single factor affecting the expression of 
the inherent ability of a bird to lay eggs. The significance of this is 
enhanced by the fact that Asmundson (/) using similar methods of 
analysis found that this observation also holds true for turkeys, when 
date of last egg is used as a measure of persistency. 

32771—37-0 
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CONCLUSIONS AND SUMMARY 

A biometric analysis of the egg production records of two selected 
nonpausing population of Single-Comb White Leghorn pullets 
reveals that: 

(1) 55.3 to 91.4 percent of the variance in annual egg record as 
measured by 365-day or by biological laying-year production can be 
accounted for by the variation in age at first egg, age at last egg, and 
winter or spring or summer and fall rate. 

(2) The variance of these factors is to a considerable degree genetic 
in nature. 

(3) Of the factors considered age at last egg is the most important 
single factor affecting egg production. 

(4) Net summer and fall rate of production is not an adequate 
measure of intensity, the use of spring or winter rate giving more 
accurate estimates of the annual production. 
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COMPARATIVE REACTION OF OAT VARIETIES IN THE 
SEEDLING AND MATURING STAGES TO PHYSIOLOGIC 
RACES OF PUCCINIA GRAM1NIS AVENAE, AND THE 
DISTRIBUTION OF THESE RACES IN THE UNITED 
STATES 1 

By M. N. Levine, pathologist, Division of Cereal Crops and Diseases , and D. C. 
Smith, agent , Division of Forage Crops and Diseases, Bureau of Plant Industry , 
United States Department of Agriculture 2 

INTRODUCTION 

In the course of studies eairied out at the Minnesota Agricultural 
Experiment Station on the reaction of different varieties and hybrids 
of oats to the stem rust fungus, Pvccinia graminis annae Eriks, and 
Henn., the following questions arose: (1) Would the results obtained 
from inoculating seedling plants with specific physiologic races corre¬ 
spond with the results proemed when plants of the sanle varieties 
approaching maturity were inoculated with identical iaces of the 
fungus? (2) With how many and with which particular physiologic 
races is the oat breeder likely to be confronted in the United States 
in any gixen area or in the country as a w hole? Field practice might 
be considerably simplified and expedited if heterozygous and homozy¬ 
gous Fs lines could be classified on the basis of seedling reaction in 
greenhouse tests; and the problem of developing resistant varieties 
might be facilitated if adequate knowledge were available regarding 
the prevalence and distribution of the different physiologic races of 
oat stem rust. 

Results obtained by various workers in the past have, in the main, 
indicated essential agreement betw een seedling and adult-plant reac¬ 
tion to rust within the limits of a given crop variety, although a few r 
notable exceptions have been reported. It waa to investigate this 
point for each known physiologic race of Pucci rna gra minis arena e , 
tested on standard varieties and promising strains of oats, that the 
present study was undertaken. The work was greatly simplified by 
the use of purified cultures of all known physiologic races of oat stem 
rust, by the availability of some very important varieties and strains 
of oats commercially growm or in the process of development, and by 
the accumulation of rust-survey data over a period of many years. 

1 Received for publication feb 3, 1937 issued December 1937 Joint contribution of the Division of 
f ereal Crops and Diseases, Bureau of Plant Industi >, V 8 Department of Agriculture, and the Div ision of 
Plant Pathology and Botany and the Division of Agronomv and Plant Genetics, State Agricultural Experi¬ 
ment Station, University of Minnesota. Papei no 1499 of the Scientific Journal Series of the Minnesota 
Agricultural Experiment Station 

2 The writers are indebted to Drs E C M akin an and H. K Haves, of the Minnesota Agricultural Experi¬ 
ment Station, for their interest and assistance m this investigation, to Dr. W L Gordon, of the Dominion 
of Canada Rust Research Laboratory, and to Dr R U Cotter, of the Division of Plant Disease Control, 
Bureau of Entomology and Plant Quarantine, U S Department of Agriculture, for uredial materiel of the 
several parasitic races of oat stem rust used in thi^ stulv, to members of the Division of Plant Disease Con¬ 
trol, Bureau of Entomology and Plant Quarantine, and othors, too numerous to list by name, who have 
supplied rust specimens from various parts of tbe l mted States in the course of many years, and to Drs 
E C Stakman, D L Bailey, A W r . Ilenry, J M. Wallace, and R V Cotter for valuable nelpmidentifying 
many of tho stem rust collections forming part of the survey incorporated in this pajier. 
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REVIEW OF LITERATURE 

The question of the relation between the reactions of seedling and 
adult plants to rust has long attracted the attention of plant patholo¬ 
gists and plant breeders. While in most cases there is evidence of a 
close correspondence, in some instances the interaction between host 
and parasite apparently undergoes modification as the plants approach 
maturity. Thus, certain varieties of wheat that were highly suscep¬ 
tible to specific physiologic races of Puccinia gra minis tritici Eriks, 
and Henn. in the seedling stage withstood stem rust epidemics under 
field conditions exceedingly well, even though some of these races 
w 7 ere present in considerable abundance. Tims far, no such dis¬ 
crepancies have been reported in the great majority of cases where oat 
varieties were tested. 

HISTORY OF COMPARATIVE REACTION IN WHEAT 

* As early as 1914, Stakman (SOf reported on the relatively high 
susceptibility of Einkorn and lumillo (durum) w r heat, in the seedling 
stage, to stem rust under greenhouse conditions, and their extreme 
resistance as adult plants in the field. Later, Stakman and Piemeisel 
(83) noted that certain grasses, such as some species of Agropyron 
and Elymus , were completely susceptible when young but much less 
so when older. While Melchers and Parker (22) found that, in 
genera], seedlings inoculated in the greenhouse reacted to the rust or¬ 
ganism in a manner similar to that of adult plants in the field nursery, 
they were aware that plants showing certain effects when inoculated 
in the seedling stage in the greenhouse may respond very differently 
when subjected to tiie same rust organism in the heading stage under 
field conditions. 

Haves and Aamodt (10) pointed out that certain wheat strains w r ere 
at least moderately resistant to stem rust in the field, although under 
greenhouse conditions these strains, as seedlings, were susceptible to 
a number of races of Puccinia graminis tritici . Ilursh (18) called 
attention to the difference between the stem rust reaction of Acme 
seedlings in the greenhouse and that of plants of the same variety on 
approaching maturity in the field. Harrington (18) concluded from 
the reaction of some durum crosses that there w as “a complete lack of 
correlation between either resistance or susceptibility in the field and 
the reaction of the hybrids to form 21 in the greenhouse.” Hayes, 
Stakman, and Aamodt (17) demonstrated rather conclusively that 
certain varieties and hybrids of wheat, although susceptible in the 
seedling stage in the greenhouse, possessed appreciable resistance in 
the field, even where the stem rust epidemic was induced by many 
physiologic races. Aamodt (f, p. 217) states: 

A greenhouse test is necessary to determine the mode of inheritance of the reac¬ 
tion of a variety or hybrid to particular physiologic forms. A field test is necessary 
in order more fully and accurately to determine varietal reaction to rust under 
the particular environmental conditions where the variety is to be grown. 

Levine (19) reported that during the 5-year period 1919-23 the 
reaction of wheat varieties in a given field nursery was generally the 
same as in the greenhouse to pure cultures of the physiologic races 
isolated from such a nursery. “This, however, was not always true 

* Reference is made by number (italic) to Literature Cited, p. 727. 
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of Acme, Monad, Pentad, Kota, and Vernal, which often escaped 
infection under field conditions” (19, p. 117). Goulden, Noatby, and 
Welsh (12) showed that resistance in the maturing stage was inherited 
independently of seedling resistance and, consequently, concluded 
that the two types of resistance were quite distinct. 

Harrington and Smith (14) observed that while “the use of seedling 
results as indications of after-heading reactions would have to depend 
upon the variety under consideration”, there generally was a positive 
correlation between the seedling reaction and the degree of infection 
after heading. Popp (28) reported that Acme and JI-44 developed 
resistance to race 21 as they approached maturity, although in the 
seedling stage they were susceptible to the rust. Newton, Johnson, 
and Brown (25) confirmed the fact that in the case of Acme the seed¬ 
ling reaction cannot be considered a criterion of its rust reaction at 
maturity. Hart (15) demonstrated that some varieties of wheat 
(notably Hope, Webster, Acme, and Velvet Don) may in part owe to 
the behavior of their stomata their resistance to stem rust in the field. 
Goulden (10) pointed out that the inheritance of maturative reaction 
is entirely independent of seedling reaction, insofar as H-44 and 
Pentad are concerned, and that this inheritance is of a simple nature. 
Results obtained by Goulden and Noatby (11) indicate that the 
maturative resistance of H 44-24 and Hope is effective, or nearly so, 
with respect to all known physiologic races. Neatby (24), after a 
study of the comparative reactions of seedling and adult plants of 
three crosses (MarquilloXReward, GarnetXMarquillo, and GarnetX 
Double (Voss), came to the conclusion that-- 

the inheritance of the field reaction to stern rust, as determined by percentage 
infection, in these crosses is mainly if not entirely controlled by the factors which 
govern in the inheritance of the seedling reaction to form 21 in the greenhouse, as 
determined by pustule type. 

In Uruguay, according to Gassner (7), field infection of leaf rust is 
most severe on young wheat plants, whereas stem rust develops more 
profusely as the plants grow older. The behavior of crown rust there 
is similar to but less marked than that of oat stem rust. Thus, in 
Uruguay, within the same variety of host plant the degree of infection 
with a given rust varies to some extent according to the age of the 
plant. 

HISTORY OF COMPARATIVE REACTION IN OATS 

There are not, to the authors’ knowledge, any studies reported in 
the literature designed primarily to show the relation of seedling and 
adult-plant reactions in varieties of oats to specific races of stem rust. 
A few investigators, however, have considered this problem inciden¬ 
tally with regard to both stem rust and crown rust. Thus, Parker 
(26) reported on the reaction of more than 120 lines of oats to both 
rusts. The effects of each rust on oat seedlings and maturing plants 
were studied. He states (26, p. 18): 

In 80 out of the 122 cases the results at two distinct periods in the life of the 
host plant have led to identical conclusions as to the susceptibility of the variety. 
In some of the resistant varieties, also, both seedlings and mature plants gave the 
same evidence of resistance, though the results arc not always in agreement. 

In subsequent experiments on rust reaction in oats made by the 
same author (27), the variety Sixty-Day proved to be about equally 
susceptible in the adult stage as in the seedling stage when inoculated 
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with stem rust. Similar results were obtained with crown rust. 
Durrell and Parker (6) found that oats in the seedling and heading 
stages reacted similarly to crown and stem rust in greenhouse and 
field tests. Stakinan, Levine, and Bailey (31) stated that “as a result 
of previous work, it is safe to conclude that the reaction of seedlings to 
rust forms is a fairly accurate index of the reaction of older plants” 
where oat stem rust is concerned. It appears from their description 
of methods, that Mackie and Allen (21) might have noted a positive 
correlation between seedling and adult plant reaction, though no 
definite statement concerning this point was made by them. 

The results obtained by Bailey (2) on the reactions of seedlings and 
adult plants of oats to stem rust indicate the existence of a close agree¬ 
ment in the material he used. Gordon (8) found that some 230 
varieties and strains of oats of American and European origin were all 
higlily susceptible in the seedling stage to race 0 of Puccinia gram mix 
avenae , and that the seedlings of all but 1 of these varieties were about 
equally susceptible to race 4. In a field test these two rust races were 
similarly virulent on adult plants. Levine, Stakrnan, and Stanton 
(20) noted a general agreement in the reaction of certain varieties of 
oats, grown in uniform rust observation nurseries at various experi¬ 
ment stations during the 5-year period 1923 27, with the reaction of 
seedling plants grown in the greenhouse to physiologic races of stem 
rust isolated from these nurseries. Welsh (40) demonstrated that in 
all oases where resistant lines of oats were tested with races 1, 2, 3, 5, 
and 7 of P. gr a, min is avenae , in the greenhouse and in the field, there 
was full agreement in the reaction of the seedlings with that of the 
maturing plants. According to Gordon (.9), essentiallv the same re¬ 
sults were obtained with seedling and adult plants of Joanette strain, 
when inoculated with identical physiologic races of stem rust of oats 
and cultured under comparable temperature conditions. Smith (2;9) 
noted essential agreement between seedling reaction to stem rust and 
crown rust of oats, grown under greenhouse conditions, and the reac¬ 
tion of adult plants of the same F 3 families when grown in the field, 
in the environment existing at University Farm, St. Paul, Minn. 

The foregoing review reveals a striking uniformity in the results 
obtained by various workers regarding the relative susceptibility to 
rust of oat plants at different stages in their development. In vir¬ 
tually all cases there appeared to be a harmonious agreement in the 
reaction of seedling and adult plants of oats to both stem and crown 
rust. No such correlation prevailed in every instance reported for 
wheat varieties, as was brought out in the preceding section. 

MATERIALS AND METHODS 

The oat varieties of the present study, tested both in the adult and 
seedling stages, were as follows: Gopher (O. I. 4 2027), Victoria (0. J. 
2401), Minnesota 742 (C. 1. 2874) 5 , Anthony (C. I. 2143), Minrus 
(C. I. 2144), Rainbow (C. I. 2345), and Richland (C. I. 787). These 
oat strains were used because of their importance in the breeding 
project of the Minnesota Agricultural Experiment Station or because 
of differential characteristics valuable in the identification of stem rust 
races. The varieties Gopher and Victoria always have been highly 

4 C. I. refers to accession number of the Division of Cereal Crops and Diseases (formerly Office of Cereal 
Investigations). 

* Hybrid selection, Minnesota nursery stock no. 11-22-220. 
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Plate 1 




Reaction classes assigned to differential varieties, based on infection types produced by physiologic races 
of stem rust on seedling plants of oats- A t Resistant class, exemplified bv type 0 (no infection at all or 
pronounced necrotic flecks), type 1 (minute uredia surrounded by distinct necrotic areas), and type 2 
(small uredia embedded in hypersensitive areas ranging from slight necrosis to definite chlorosis); B 
susceptible class, portrayed by type 3 (medium size uredia with some chlorosis but no necrosis), and 
type i (large and confluent uredia resulting in severe infection); C, mesothetic class, marked by type X 
(infection heterogeneous and rather ill-defined). 
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susceptible to all known physiologic races of Puccinia graminis a venae. 
Anthony, Minrus, and Minnesota 742 react very much like their 
White Tartar (White Russian) parent to the various rust races. The 
stem rust reactions of Rainbow and Richland are virtually identical, 
and either may serve as a substitute differential host for the other. 

Gopher, a pure-line selection from Sixty-Day, was described in 
detail by Stanton, Griffee, and Etheridge (So). Victoria was described 
by Murphy and Stanton (23) and again by Stanton and Murphy 
(36). Minnesota 742 is a strain that was obtained from crossing 
MinotaXWhite Tartar by Black Mesdag; it is generally extremely 
resistant to loose and covered smut, and is at least moderately resistant 
to most parasitic races of stem rust. Minrus was described by Wilson 
and Arny (42) as Minnesota 693. Anthony and Rainbow were 
described by Stanton, Gaines, and Love (34). Richland was described 
by Burnett, Stanton, and Warburton (4). 

In addition to the seven varieties just enumerated, six others were 
tested in the seedling stage to all known parasitic races of Puccinia 
graminis a venae , i. e., races 1 to 10, inclusive, and in the adult stage 
to race 6 alone. Fourteen more varieties were tested to all 10 races, 
but only in the seedling stage. A key for the identification of these 
rust races follows. 

Analytical key for the identification of physiologic races of Puccinia gram inis avenae 
on the basis of their pathogenicity on three selected differential varieties mthm the 
genus Arena 


Reaction of differential hosts: PhynoUmc 

White Tartar resistant: raa (key 

Richland resistant. m) ) 

Sevnothree resistant. „ _ ........ 1 

Sevnothree mesothetic ...... . __ .. f> 

Scv noth re© susceptible _ . . 2 

Richland mesothetic.. ... 9 

Richland susceptible: 

Sevnothree mesothetic_ 10 

Sevnothree susceptible_ *. . _ _ 8 

White Tartar susceptible: 

Richland resistant: 

Sevnothree resistant_ . . 3 

Sevnothree susceptible.. . _ _ . 7 

Richland susceptible: 

Sevnothree resistant. .. . .. 4 

Sevnothree susceptible __ ..... ... ___ _ 6 


The various types of infection that the oat stem rust fungus is 
capable of producing under different circumstances are illustrated in 
plate 1. The parasitic behavior of the several rust races, cultured at 
a temperature fluctuating around 70° F., is recorded in table 1. The 
reactions of seedlings of three differential varieties of oats to each of 
the 10 physiologic races are depicted in plate 2. 
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Table 1. —Reaction of differential varieties of Avena sppin the seedling stage t to 
physiologic races of Pucdnia graminis avenae, expressed in ranges and means of 
infection types 


Reaction of differential hosts * 


White Tartar 


Physiologic raeo (key no) 

Range 


Mean 



Mini¬ 

mum 

Maxi¬ 

mum 


1. .. 

2- 

flnt- 

2+- 

2..._... 

2— 


2+- + 


3 

4+ 

4- 

4_ ... . _ _ 

4- 

4 + 4- 

4 

_ _ 

1-H- 

3"‘ 

2++ 


4+ 

4+- + 

4 + 

7 

3 

4+ 

4 

8 ... . . . "_’ 

0, 

2-+ 

2 

» . -.. 

2— 

3 n+ 

2db 

_ - _ . 

1 

2 + 

2 


Richland Sevnothree 


Range 


Range 


- - ~ 

— 

Mean 


— - j 

Mean 

Mini- 

Maxi- 


Mini- 

Maxi- 


mum 

mum 


mum 

inum 


0; 

1+4 

1 

1- 

2++- 

ljfc 

1- 

2+* ; 

H 


4-+ 

4 

1 

2+4- | 

1 

0: 

1 

1 — 

4- 

4+- + 

4+ 

0; 

1 + 

i 

1 - 

2+ 

I+ + 

1* 

X4 + 

X+ 

4+ 

4 + + 

4 + 

4+ 

4 +-+ 

4+ 

0; 

2 + 

1 2 ~ 

3 

4+ 

| 4 - 

3 

4 + 

4 

3 

4 

i 344 

X- 

4»f 

: X-+ 

3+4 

! 4+ + 

4 

3 

4 + + 

4 

X- 

i X + + 

x+ 


1 0, practically immune (no infection whatever or pronounced necrotic flecks or lesions); 1, extremely 
resistant (minute uredia sunounded by solid necrotic areas), moderately resistant (uredia small with 
hypersensitive areas varying from sharp necrosis to pronounced chlorosis); 3, moderately susceptible (me¬ 
dium-size uredia with slight chlorosis but no necrosis), 4. extremely susceptible (large confluent uredia result¬ 
ing in very severe infection); X, characteristically mesothetic (infection heterogeneous and ill-defined) 
Plus and minus signs indicate a slightly greater or smaller amount of rust within a given Infection t> i*e, the 
sign of equality denotes double minus. Necrotic flecks are designated by a semicolon; n= distinct necrosis, 
e=>-apparent chlorosis 


Races 1 to r>, inclusive, were originally described by Stakman, Ir¬ 
vine, and Bailey ( 31), and later elaborated on by the last-named au¬ 
thor (2), Further studies w ith these same races, as w ell as races (> to 
9, inclusive, were reported in detail by Gordon (#). Race 10 w^as first 
discovered and described bv Cotter (£). The pathogenic behavior of 
all these races was summarized by Stakman efc al. A few of the 

races are widely distributed and of common occurrence, some arc 
extremely virulent, others are relatively innocuous. 

The procedure for testing the different oat varieties in the seedling 
stage was, except for some minor modifications, essentially the same 
as that described by Stakman, Levine, and Bailey (3J). The method 
of testing the adult plants w r as as follows: Of the seven varieties pre¬ 
viously listed, all but Richland w ore planted in three sets, sown 3 days 
apart. Each set consisted of thirty 4-inch pots, making 90 pots for 
each variety. After the pots had been steamed for half an hour at 12 
pounds pressure, they were filled with soil steamed for 2% hours. 
Three to five seeds of a given variety were sown in each pot. When the 
plants reached the eailv seedling stage, they were thinned to a single 
plant per pot and allowed to grow' to a late heading stage. 

All potted plants were set on benches in a greenhouse whore for 
some time previous there had been no stem rust cultured. Here the 
plants grew under natural light conditions, which in the course of the 
experiment were unusually favorable. The atmospheric temperature 
in the greenhouse fluctuated between 67° and 80° F. The pots were 
at first placed close together; as the plants became larger, these pots 
were arranged in double rows, allowing a 6-inch space between pairs. 
When the plants attained a height of 8 inches, a cord lattice was made 
to hold them erect. When they were approximately 20 inches tall, 
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the cord support was removed and in its stead individual wire supports 
for each plant were substituted. 

The plants were watered as frequently as necessary to prevent 
severe wilting, usually every 24 hours. The growth produced was 
somewhat more succulent and tender than that usually attained by 
plants grown in the field. What effect, if any, such succulence had 
on the reaction of the plants to the rust attack was not experimentally 
determined, except as manifested by the character of the rust develop¬ 
ment and the resultant infection types. 

Eight days before a given set of adult plants was inoculated, seed 
of corresponding varieties was sown in 4-inch pots to provide seedlings 
for simultaneous inoculation with the respective physiologic races. 
At the time of inoculation, the adult plants were 30 to 40 inches tall 
and in the boot stage. There were one to five tillers per plant, all 
plants appearing vigorous and showing no indication of chlorosis or 
other weakness. Immediately preceding inoculation, the potted 
adult plants were placed in tall metal cylinders, which rested in pans 
containing water to a depth of VA to 2 inches. Each incubation 
chamber contained 20 plants of two separate oat varieties or strains. 

The different sets of oat plants were inoculated seriatim with uredio- 
spores of a particular race in the following manner: The adult plants 
were sprayed with tap water and thoroughly brushed with rusted 
seedling plants of Victory oats severely infected by a known rust race 
that had been carefully tested for purity. The moist chambers then 
were covered with glass panes. Three days later the inoculated 
plants were removed from the incubators and placed on greenhouse 
benches. Seedling plants were inoculated at the same time and incu¬ 
bated for 2 days instead of 3. Incubation conditions were comparable 
for the different oat sots and growth stages. This method was used 
for all physiologic races except race 10, which was not available at 
the time. Subsequently, race 10 also was used to test the reaction of 
seedling and adult plants of the seven oat varieties under uniform 
cultural conditions. The variety Richland was tested as a unit to 
each of the first nine physiologic races, but was included with the 
other six varieties when their reaction to race 10 was determined. A 
special test of the reaction of adult plants to race 0 was made with 
six additional varieties, viz, Hajira (C. I. 1001), Iogold (C. 1. 2329), 
Joanette strain (C\ 1. 2000), Sevnothree (O. I. 3251), Victory (C. L 
1145), and White Tartar (C. I. 551). 

Rust notes were taken on each of the sets 17 days after their respec¬ 
tive inoculations. At that time pustules on both seedlings and ma¬ 
turing plants had reached their optimum development. Although 
the infection varied with the different races on the several varieties, 
it was generally rather severe on the susceptible ones. The reaction 
of all varieties and strains, even when resistant, was clear-cut. Three 
reaction classes were recognized, namely, resistant, mesothetic, and 
susceptible. These were designated in the records by the capital 
letters K, M, and S, respectively. 

As may be seen from plate 1, the resistant class embraces infection 
types 0, 1, and 2 (type 0 indicating immunity, type 1 high resistance, 
and type 2 moderate resistance); the mesothetic class includes but 
a single infection type, X, indicating a heterogeneous and ill-defined, 
somewhat intermediate reaction; and the susceptible class is repre¬ 
sented by types 3 and 4 (type 3 standing for moderate and type 4 
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for complete susceptibility). In this study, rust observations on 
seedlings are recorded in terms of detailed infection types, whereas 
readings on adult plants are recorded in terms of general reaction 
classes. The respective symbols are used to denote each. Wherever 
necessary, plus and minus signs are used to show greater or smaller 
fluctuations within a norm. 

RESULTS OF INVESTIGATION 

The results obtained from the tests with seedlings and adult plants 
of the different oat varieties are summarized in tables 2 and 3 and 
illustrated in plates 3 to 8, inclusive. The occurrence of physiologic 
races of oat stem rust 6 and their relative prevalence in the United 
States are recorded in tables 4 and 5. 


Table 2.- -Average infection 'produced by 10 physiologic races of Puce ini a gra minis 
avenue on seedlings of £7 varieties and strains of oats grown under greenhouse 
conditions and constituting four distinct reaction, or differential , groups 


Variety tested j Mean infection t> pc produced by physiologic race (key no ) - 


Reac¬ 

tion 

N amt; 

l 

1 C 1. 

1 

, 

2 

3 

4 

5 

« 


8 

0 

10 

group 

no 

fVnthony. 

, no 

i 

j 2141 

1 

j — 

44 

44 

2- 

' 

4- 

_ 

■i 

2— 

2- 

24 


Green Mountain 

18112 

1 2 

; 2 — 

1 

44 

24 

1 

1-- 

2 

2 { 

2 

1 

Minnesota 742 

1 2874 

! 2* 

j o— 

4 

4 | 

14 

4 - 

44 

2— 

1* 

2- 


Minrus . ... ... . 

21 It 

1 

! 2— 

44- 

4 F 

2— 

44 

44 

2— 

24. 

24 


White Tartar 

.Ml 

j 

1 2— 

44 

44 

2_ 

44 

44 

2— 

2- 

2-t 


Hajira... . 

iom 


I 1- 

14- 

4 

I 

44 

2= 

4 

Xi 

44 


Ilawkeye... . ... 

2104 

i 2-= 

; 

2= 

1- 

2 

4- 

2 

1~ 

X F 

1 f 

2 

logold _ _ 

23211 

1 1 

! 1- 

14 

44 

\- 

44 

1 4 

4 4 

X F 

4 F 

Iowa 1)07_ 

2870 


• 1 F 

2 = 

44 

24 

4-3 

24 

4 

X- 


Rainbow.. . . 

2345 

1 1- 

1 ldr 

2- 

44 

1 

44 

H 

14 

X J. 

4^ 


Richland__, 

787 

1 life 

1 14 * 

1 + 

44 

14 

44 

14 

4 i 

X-J 

4 — 

A 

/Joanette strain. 

i 2300 

1 14 

1 4F 1 

1 l- ! 

1- , 

X 

4 4 

44 1 

1 4 

! -H 

i 1 

X 

pSevnothreo.. - 

3251 


j 4 ' 

: i- , 

l± , 

-\4 

44 

4- 

4 ■= 

X i 


/Alber_ 

! 2706 

1 4 

! n , 

4d . 

4 r ! 

44 

‘ 4- 

4 : 

44 

4 F 

4 -f 


Belar_ __ i 

1 2700 


i 4— 

4 1 

1- 1 

4- 

' 4 , 

1 

4 

) 

4 


Bond .. 

! 2733 

| 4.4 

1 4 i 

4 - 

4 F i 

1- 

4 4 1 

44 1 

1 f 

1 i 

1 


Cussel. 

2911 

44 

j 44- 

H ! 

4 F } 

14 i 

4 4 j 

4 i 

4 1 

4 \ , 

4 \ 


Cowra . . . 1 

2701 

1 3 F 

1 I 

4 * 

44 ; 

43- 1 

i 1 

1-3 , 

4- 

! 1 < 

14 


Fulmer .. ..{ 

2012 i 

I 4- 

1 4- ; 

4 ! 

4 ! 

if ' 

4 , 

44 

I 

1 4 | 

44 

4 

(Habrnta. . .. _ 

2030 1 

34 

1 4 ! 

4 1 

3”f 1 

4— ! 

4 

4 

4 

1 

4-t 


Gopher . _ . . J 

2027 | 

! 4= , 

, 1 j 

44 

i i ; 

4 1 

4 4 • 

1 

14 

44 1 

4 


Kareeia . _ __ ; 

2774 j 

4 

44. j 

4 1 

4- ; 

4 F 1 

4 1 

14 , 

4-1 

4 4- 



RuaKura.j 

2026 

1 4-P 

t_t! 

4+ ! 

14 

14 ! 

14 , 

1 

44 

1 F ' 

* *44 


St cruel. . . ... J 

2801 

4 

44r 1 

4 

44 J 

4 ! 

44 - 

4 i 

4 

4 +- i 

4 4 


Swedish Select . . .: 

134 

| 4f 

1 1 

4f 

H ! 

44 

44 ; 

4 

4 

4 - : 

4 


Victoria .... 

2101 

! 4 4 

lir i 

4 

4 i 

44 1 

4 4 ! 

44 

44 

4 F ; 

44 


.Victory.. ...( 

1145 

! 44- 

4-4 j 

t 

4 ! 

44 1 

44 ; 

i 

14 1 

4+| 

4{ 

<+! 

44 


* In conformity with the decision of the Sixth International Botanical Congress, the designations “puni” 
sitic and/or physiologic race or races” are given preference in this paper over their former equivalents, 
“biologic and/or physiologic form or forms ” 
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Table 3. —Comparative reaction under greenhouse conditions of seedling and adult 
plants of seven varieties and strains of oats to 10 different physiologic races of 
stem rust (Puccinia graminis avenae) 


Physiologic 
race(key 
no) 





Inoculation results on varieties tested * 






A 


JB 


( 

; 

on a 

Rainbow 

Richland 

Anthony 

Minnesota 

742 

Minrus 

Gopher 

Viet 






M 




VI 


V) 





«> 


Mi 




m 


bti 


r 



m 



3 

| 

s 

3 

a 

2 

3 

5 

3 

3 

3 

I 

3 

3 

1 

3 

’ 

1 

3 

l 

A 

X? 

" 

t 

V. 

XJ 

< 

1 

X? 

rt 

< 

rjj 

3 

■*. 

j 1 

XJ 

< 

I . ; 

1 

K 

1 

R 

2 

n 

2 

R 

2 

R 

... 

3 

s 

1 

! 4 

s 

2 — 

1 

H 

1 

R 

2 

n 

2 

R 

o 

K 

4 

K 

j 4 1 

s 

3 

1 

It 

l 

It 

4 


4 

•** 

4 

H 

3 

s 

! 4 , 

8 

I _ - i 

4 

s 

4 

s 

4 

s 

4 

s 

4 

S 

4 

s 

I 4 

S 

5 . .. 

1 

K 

1 

R 

2 

H 

1 

K 

2 

H 

4 

s 

; 4 

s 

0_ .! 

4 

s 

1 

s 

4 

s 

4 

* 

4 

H 

♦ 

s 

i 4 

s 

7 _ 

1 

R 

1 

R 

4 

s 

4 

8 

4 

s 

4 

s 

4 

s 

h". _/'* ! 

4 

S 

; 4 , 

S 

! 2 

1 K 

1 2 

! R 

1 2 

R 

! 4 

{ s 

! 4 

s 

9 . ... ! 

X 

M ! 

1 X 1 

! M 

! 2 

! R 

1 

1 K i 

1 2 

! R 

i 4 

< s 

4 

i 8 

10. 

4 

s ; 

; 4 . 

S 

; 2 

! R 

! 2 

! K ! 

2 

! H 

4 

1 

i s 

i 4 

i 

• s 


> Tin* several varieties ate grouped into three categories, R, ami C, according to their reaction to tiic 
various physiologic races For seedling plants the a\crape infection t>pe ts Riven, for adult plants, the 
reaction class, as follows K, resistant, S, susceptible; and M. mesothetic or intermediate in reaction. 


Table 4 —Summary of the distribution of physiologic races of Puccinia graminis 
avenae obtained from various parts of the Vnited States during the 1~>-year period 
1021-S5, arranged according to standard geographic divisions and oat-growing 
areas 


Distribution of physiologic race (ke> no )- - 

■ Total ; 

Plats* of origin > of iso- * - - * ' - - 

; ; 1 i 2 ; 5 ! 7 j 10 



Xu m- 

Num- 

Per- 

Xu m- 

i Per- 

Xu m- 

Per- 

Xu m- 

Per- 

Xu m 

Ptr- 

Geographic divisions: 

; her 

her 

cent 

her 

, cent 

her 

cent 

her 

cent 

fur 

cent 

Atlantic States _ 

31 

_2 

6 5 

20 

64.5 

7 

22 b 

1 

3 2 

1 

3 2 

Fast North Central States . 

1 331 

7 

2 1 

211 

63 8 

111 

33 5 



2 

6 

West North Central States.. 

i 965 

12 

1 2 

703 

72 9 

249 

25 8 

1 

1 



South Central States.. . . 

1 375 

K 

2 l 

260 

69 3 

107 

28. 6 

__ 




Western States.. 

L. 4 i f 

1 

2 3 

30 

69 8 

_12 

27 9 





Entire country. 

1 1.745 

;«i 

1 7 

1.224 

70 l 

486 

27 9 

2 

l 

3 

2 

Oat growing areas 












Great 1 .dikes. 












Ohio . 

' M 



56 

06 7 

28 

33 3 





Indiana. 

( 27 

3 

11 1 

14 

51 9 

10 

37 0 





Illinois_ . 

i m 

l 

1 7 

39 

65 0 

20 

33 3 





Michigan_ 

j 55 

2 

3 7 

35 

63 6 

18 

32 7 

... 




Wisconsin. 

* 105 

1 

1 0 

67 

63 8 

35 

33 3 


. 

2 

1 9 

Total. 

331 

7 _ 

2 1 

211 

63 8 

J" 

33 5 


-- 

2 

C 

Mississippi Vallej 

\ SM \ 






! : 

r-i 




Minnesota. 

1 306 : 

7 : 

2 3 

1 21H 

71 3 ! 

80 \ 

! 26 1 

> : 

3 



Iowa. 

126 i 

2 

| l.f» 

87 

69 0 i 

37 j 

; 29 4 j 

i . ; 




Missouri. 

| 49 

- 


38 

! 77 0 ! 

U 

22 4 i 

i * 


iZ-'J 


Total. 

! 481 | 


| 1.9 

~ 343 

71 3 | 


| 26. V j 

i_‘.| 

2 



Great Plains: 

j 


”“*! 



"*i 

j 

j 


! ! 


North Dakota. 

; 145 1 

1 2 i 

1.4 

93 

64 1 1 

50 

3* 5 





South Dakota. 

; 119 

1 .. 


86 

72. 3 | 

33 i 

27.7 , 

. i 




Nebraska... 

1 77 


1 

59 | 

76 6 | 

18 1 

23 4 I 





Kansas. 

; 143 

1 

“ .7 ! 

122 j 

85 3 | 

20 ! 

14.0 i 





Oklahoma. 

! 125 

2 i 

1 6 

103 | 

82 4 | 

20 

16 0 i 




'Z ■; 

Texas..... 

j ‘^II ! 

6 

2 5 

149 j 

61 8 

! 86 | 

| 35.7 , 

| 


|_" . 1 


Total... 

! s «>l 

11 

3 

612 , 

72.6 

227 I 



— - ; 



Entire region. 

j 1,662 | 

27 

lT 

1, 166 ] 

70 2 

466 | 

28.0 | 

zd 

*<Tl 

2 
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Table 5. —Frequency of occurrence of physiologic races of Puccinia graminis 
avenae isolated from rusted field specimens obtained from different parts of the 
United States during the various years of the 15-year period 1921-35, inclusive 



Total 
of iso- 


Distribution of physiologic race (key no ) 



Years 




— 

- 


— 


. .. 

-- 


lates 



2 

5 


r 

.. 


Num - 

Num - 

Per- 

Nil TO- 

Per- 

Num - 

Per * 

Num- 

Per- 

Nu m- 

Per- 

First 5 years 

ber 

ber 

cent 

ber 

cent 

ber 

cent 

ber 

cent 

ber 

cent 

1921. .. __ 

12 

5 

41 7 

4 

58 3 







1922__ 

12 

3 

25 0 

0 

50 0 

3 

25 0 


. 



1923_ ... . . 

13 

7 

53 8 

5 

38 5 

1 

77T” 





1924.. . .. 

51 

1 

2.0 

30 

58 8 

20 

39. 2 


, 



1925 .. . _ ... 

29 

2 

0.9 

27 

93 1 



-- 

... 



Total. 

_.J£ 

18 

15 4 

75 

64. 1 

24 

20 5 





Second 5 years- 












1920.. 

01 

0 

9.8 

53 

80.9 

2 

3 3 





1927. . . 

101 



90 

89 l 

11 

10 9 





1928 _ ..... 

250 



208 

81 3 

48 

18 7 





1929 . .... .. 

221 

1 

4 

155 

09 2 

08 

30 4 


- . 1 



1930 _ _ ... 

144 

1 

• 7 

81 

58 3 

57 

39 0 


: .1 

2 

i 4 

Total .... 

780 

s 

l 0 

590 

75 1 

ISO 

23 7 

j 

______ i 

i 

2 

2 

Third 6 years: 




1 

07 2 J 


i 





1931 . . . 

387 | 

1 

3 

200 


120 

32 5 1 

i 

! 



1932 ___ _ 

108 | 

1 

9 

58 

53 7 

49 

45 4 ; 

"1 




1933 .. 

58 

1 

1 7 

37 

03 8 1 


29 3 } 

2 | 

3 5 ! 

1 

1 7 

1934__ . . 

130 



99 

70 2 i 

31 I 

23 8 | 

i 




1935. 

159 

i 

_ - T i 

105 

00 1 | 

53 | 

33 3 | 


1 


.. . 

Total .. . _ .. 

842 

"_£i 

5 | 

559 | 

00 4 | 

270 ! 

32 8 ; 

2 ; 

.2 1 

1 

1 

Entire period.. 

1,745 | 

30 j 

Tvi 

i, i 

1,224*1 

70 1 i 

1 

480 | 

1 

27 9 

* 1 

i 

Y 

. 2 


SEEDLING AND ADULT PLANT REACTION OF OAT VARIETIES 

In table 2 are listed 27 varieties and strains of oats that were tested 
in the seedling stage, under fairly uniform greenhouse conditions, to 
all of the physiologic races of Puccinia graminis a venae known to date 
It will be noted that on the basis of their reaction to the various rust 
races, these varieties were readily grouped into four categories. In 
the first three of these are included varieties possessing differential 
reaction characteristics that make possible the identification of 
physiologic races of the oat stem rust fungus. The varieties included 
in the fourth group show very little difference in their reactions, either 
with respect to each other or to the several physiologic races. Conse¬ 
quently, they are of no differential value in the determination of 
physiologic races; nor are they of parental value in breeding for stem 
rust resistance, although they may possess other desirable features. 

The three groups containing varieties with differential traits are 
listed in the order in which the standard differentials appear in the 
analytical key (p. 717) and infection record (table 1). The varieties 
within each group are arranged, for the sake of convenience, in alpha¬ 
betical order. Incidentally, the last variety in each of these groups 
happens to be the standard differential host now used in the identifi¬ 
cation of physiologic races of Puccinia graminis avenae. The types of 
infection usually produced by these races on the differential varieties— 
White Tartar, Richland, and Sevnothree- are illustrated in plate 2. 
The origin of Sevnothree (strain 703) is described in detail by Bailey 
(2 ); reference to Richland has already been made; White Tartar is 
discussed by Levine, Stakman, and Stanton (20). 










Comparative Reaction of Oat Varieties 


Plate 3 



Keactiou of seedling plants of si\ oat varieties-(a) Anthony, (0) Minn. 74*4 (c) Uopher, (d) Minru*, (e) 
Rainbow, and (f) Victoria to five physiologic races of Pucctnia qramtnis avcnae (races 1 to 5, respectively). 
(Compare with reaction of adult plants of corresponding varieties, illustrated in plate 4.) 











Comparative Reaction of Oat Varieties 


PLATE 4 




























































Reaction of adult plants of six oat varieties («) Anthony, (b) Arinn 742, (c) Gopher, (d) Minrus, ( t) Knim 
bow, and (f) Victoria—to five physiologic races of Pucci run gramtim avenue (races 0 to 10, respect i\ el >) 
(Compare with reaction of corresponding seedling plants, illustrated in plate 5.) 
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There are five varieties included in group 1. They either have side 
panicles or are the progeny of crosses in which a “side-oats” variety 
was one of the parents. They are all midseason or late in maturity. 
Each variety in this group is moderately resistant to six rust races 
(key nos. 1, 2, 5, 8, 9, and 10) and highly susceptible to the other four 
(key nos. 3, 4, 6, and 7). Group 2 consists of six varieties. All of 
these are common oats; they have yellow lemmas, and all but one are 
early maturing. They are, on the whole, very resistant to five races 
(key nos. 1, 2, 3, 5, and 7), mcsothetic to one race (key no. 9), and 
very susceptible to four races (key nos. 4, 6, 8, and 10). In group 3 
there are only two varieties. Both are pure-line selections from 
varieties possessing black lemmas and midseason maturity. They 
are extremely resistant to three parasitic races (key nos. 1, 3, and 4), 
typically mcsothetic to two races (key nos. 5 and 10), and completely 
susceptible to five races (key nos. 2, G, 7, 8, and 9). 

The classification of the above oat groups is based on the infection 
types produced by the different stem rust races, cultured under 
favorable light intensities and at a prevailing atmospheric temperature 
of about 70° F. The reaction of the varieties in groups 1, 2, and 4 are 
but slightly affected by temperature and light variations, except in 
(he case of race 9, where group 2 is concerned. Group 3, on the 
other hand, is very sensitive to changes in light and especially so to 
changes in temperature in the case of races 5 and 10. According to 
Gordon («9), Joanette strain loses its high resistance to races 1, 3, and 
4 when cultured at high temperatures. Neither light nor tempera¬ 
ture, how ever, seems to affect appreciably the susceptibility of Joanette 
strain and Sevnothree to the remaining five races. 

The results summarized in table 3 and illustrated in plates 3 to 6, 
inclusive, reveal apparently complete agreement between the reaction 
of the seedlings of a given variety and that of the adult plants of the 
same variety. This correlation was not restricted to reaction to any 
one physiologic race, but held good for all of them; nor was it limited 
to any one oat variety, but prevailed for all seven varieties tested. 

Plants of varieties on the seedlings of which a certain physiologic 
race produced an infection classified as type 1 or type 2 w ere invariably 
resistant in the adult stage also to that same race, and were designated 
by the symbol R. Though the distinction between infection types 
1 and 2 was quite clear on seedling plants, corresponding adult plants 
could not be so readily differentiated according to infection type; 
therefore, the reaction class was used as the criterion for classification 
in the case of adult plants. The same held true to a great extent also 
in the case of susceptible reactions. Thus, plants on which infection 
types 3 and 4 developed in the seedling stage were always either 
moderately or wholly susceptible in the adult stage and were char¬ 
acterized by the symbol S. Although the infection produced by race 
9 on adult plants of Rainbow and Richland was not typically hetero¬ 
geneous, the reaction was more nearly mcsothetic than otherwise, 
thus justifying its designation by the symbol M. 

The varieties Rainbow' and Richland reacted alike to all 10 rust 
races and wore highly resistant in the adult as well as the seedling 
stage to 5 of these races. Anthony, Minnesota 742, and Minrus 
reacted very much the same to all races and were at least moderately 
resistant to six of them. Gopher and Victory were about equally 
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susceptible to all races. (Compare illustrations in plates 3 and 5 
with those in plates 4 and 0, respectively, for corresponding results.) 

Judging solely by the reaction of the 7 varieties just discussed, the 
10 existing races could not be distinguished as so many units; instead, 
some of them could be combined in composite groups, as follows: 
Composite I, consisting of races 1,2, and 5; composite II, embracing 
races 3 and 7; composite III, including races 4 and 6; and composite 
IV, consisting of races 8 and 10; with race 9 occupying an intermediate 
position between composites I and IV. This situation, obviously, is 
due to the fact that no representatives of oat group III, listed in table 
2, were included among the seven varieties used in the maturative 
test. But essentially the same race combinations might be made even 
when Joanette strain or Sevnothree is used, as in the seedling experi¬ 
ment, if proper allowance is made for the somewhat erratic behavior of 
those varieties. Race 9 might be readily considered a counterpart 
of either race 8 or race 10, and thus a member of composite IV. 

The results obtained in this study seem not to indicate any weak¬ 
ening in the resistance of the adult plants because of their succulent 
condition. While such a variety as Richland was highly susceptible 
in the adult stage to races 4, 0, 8, and 10 (pi. 7), it was extremely 
resistant to the other races. Considering expected reactions, the 
same was true of the other varieties. The reaction in each case 1 
depended on whether a physiologic race was virulent or innocuous 
on a particular oat variety. Race 0 is by far the most virulent of the 
lot., 7 causing severe infection on all varieties tested, seedlings and 
adult plants alike. The varieties depicted in plate 8 belong to all 
four oat groups, yet they are similarly affected by the rust of race 0. 
Races 4, 7, and 8 are next in order of virulence. These are followed 
by races 9 and 10, which in turn are followed by races 2 and 3. Then 
comes race 5, with race 1 last in order of virulence. 

PREVALENCE AND DISTRIBUTION OF PHYSIOLOGIC RACES OF STEM RUST 

In view of the results obtained with regard to the relative suscepti¬ 
bility or resistance of oat plants at different stages of their develop¬ 
ment, the question of practical importance is ‘‘How many of the 
known races of Puccinia gr a minis arena e , and precisely which of them, 
exist in the United States, and what is their geographic distribution 
and frequency of occurrence?” A survey conducted for the past 
15 years may afford an answer to this query. 

An extensive study of the physiologic specialization of oat stem 
rust has been carried on at University Farm, St. Paul, Minn., since 
1921. Although specimens from different parts of the world were 
identified, major attention was paid to field collections obtained from 
various sections of the United States. These were cultured in the 
greenhouse on the standard differential varieties, and their identity 
was determined with the aid of the analytical key (p. 717) and verified 
by means of the infection record (table 1). In all, five separate physio¬ 
logic races have thus far been found to be present in variable frequency 
in this country. Since the identification was not carried out under 
strictly controlled environmental conditions, it is not impossible that 
other forms remained undetected. 

7 Since this manuscript was submitted for publication, Welsh (40 has reported securing a few oat lines from 
a cross of Hajira Strain X Joanette strain possessing greater resistance than either parent to several physio¬ 
logic races of Puccinia araminitt amnar. including rara ft 
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The races identified under the conditions of the experiments were 
key nos. 1, 2, 5, 7, and 10. Summaries of their distribution by geo¬ 
graphic divisions and crop areas during the 15-year period under 
review, and their annual occurrence in the country as a whole are 
presented in tables 4 and 5, respectively. In the course of the entire 
15 years from 1921 to 1935, altogether 1,745 isolations were identified. 
Only five of these, or 0.3 percent, constituted the total for races 7 and 
10 combined. 

The relative proportion of the number of times these two races 
were isolated to the total number of isolations made during the 15- 
year period is so insignificant, and the circumstances of their incidence 
of such a nature, that it appears doubtful whether either of them will 
soon, if ever, become a potent factor in the stem rust epidemics on 
oats in the United States. Race 7 thus far lias been found only twice 
in this country: once, near rusted barberries at Presque Isle, Maine; 
and the second time, in the rust nursery at St. Paul, Minn. Race 10 
was isolated three times: twice from specimens collected in the neigh¬ 
borhood of infected barberries at Jefferson, Wis.; and once, under 
like conditions, at Presque Isle, Maine. 

Of the remaining three races, the least common for the period as a 
whole was race 1, which so far has been isolated but 30 times in the entire 
United States, constituting only 1.7 percent of all isolations made. 
Race 2 comprised 70.1 percent of the total and, on an average, was 
almost exactly two and one-half times as common as race 5, which 
constituted 27.9 percent of the total. There were no very great differ¬ 
ences in the relative strength of these races in the several geographic 
divisions and crop areas, although considerable variation did occur 
between different States in the oat-growing region. Thus, Kansas 
furnished the highest proportion of race 2 (85.3 percent), while 
Indiana yielded the lowest (51.9 percent), taking the whole 15-year 
period into consideration. 

A preponderant majority of the isolates (1,002 out of 1,745, or 95.24 
percent) came from tlie oat-growing region. Of these, more than 
naif (850) were obtained from the Great Plains area ; the upper Mis¬ 
sissippi Valley provided 481 isolates; and the Great Lakes area yielded 
331. Minnesota furnished the highest number for a single State, 
while the fewest came from Indiana. Further details may be found 
in table 4. 

It may be seen from table 5 that not only was there an annual 
lluctuntion in the relative proportion of the three dominant races of 
Rucvinia gram inis a venae in the rust-survey territory of the United 
States but also there appeared to he a definite trend in the population 
relationships of these races, as determined by quinquennial computa¬ 
tions. While throughout, except in 1 year, race 2 was invariably 
in the forefront, race 5, when present, was, with but two exceptions, 
in second place, and race 1, for the most part trailing behind, was at 
the head of the list once, in 1923. However, that was one of the years 
when the number of isolates obtained was very limited, and the appar¬ 
ent predominance of race 1 may not he significant. 

In the first quinquennium (1921-25), race 1 occupied third position 
but was a close rival of race 5, and with 15.4 pexcent cf the total num¬ 
ber of isolates, seemingly was not a negligible factor in the oat stem 
rust epidemics of that period. However, it soon after all but disap¬ 
peared, for in the second quinquennium (1926-30) it composed but 
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1.0 percent of the total, and in the third quinquennium (1931-35) it 
had dwindled to a mere 0.5 percent. 

Race 2 follows a zigzag course, ranging from 38.5 to 93.1 percent 
of the respective annual totals. Considering the situation by 5-year 
periods, race 2 traced a rather gentle curve—64.1 percent in the first 
quinquennium, 75.1 percent in the second, and 66.4 percent in the 
third. 

It is race 5 that shows a gradual and consistent quinquennial rise, 
from 20.5 to 23.7 to 32.8 percent of the respective 5-year totals. 
But this race, too, suffers from considerable annual variability, being 
entirely absent in 2 years and reaching 45.4 percent in at least 1 yeai. 

It may be pertinent to observe at this juncture that, from a rather 
limited survey of the stem rust situation in Mexico, it appears that 
only races 2 and 5 are present in that country, and that up to this time 
they have occurred there in a 5:3 ratio. According to the results 
published by Bailey (2), including his data appearing in the report 
of the Dominion botanist (8), and by Gordon (.9), the three races 1, 
2, and 5 constituted 96.7 percent of the 1,342 isolations made by those 
authors from Canadian collections during the 10-year period 1921-30. 
The remaining 3.3 percent consisted of the other known races exclusive 
of race 10. Waterhouse (39) reports that in Australia races 1 and 2 
together constituted over 88 percent of the 371 isolates of oat stem 
rust identified from 1925 to 1933, inclusive. Other races found there 
were 3, 6, and 7, the latter making up 8.1 percent of the total. A few 
isolations from New Zealand collections made by this authority 
yielded only races 1 “and/or” 2. From the results published by 
Verwoerd (3#) it appears that races 3 and 7 occur in South Afiiea, 
while Stakman, Levine, and Bailey (81) had previously identified 
races 2 and 3 from material they received ftom that country. Tedin 
(37) noted the occurrence in Sweden of races 3, 4, 6, 7, and 8, but 
none of the prevalent American races. The present writers isolated 
races 2, 6, and 7 from uredial collections received from Palestine; 
and races 2, 5, and 7 from specimens obtained from New Zealand. 

It is evident from the results recorded in this paper that the oat 
stem rust epidemics in the United States during the 15-vear period 
1921-35 were almost entirely due to the widespread distribution and 
common occurrence of races 2 and 5, the two races combined con¬ 
stituting 98 percent of the total number of isolates. This study has 
also brought out the fact that so far the physiologic specialization of 
Puccinia graminis avenae in this country has been rather definitely 
restricted. 

SUMMARY AND CONCLUSIONS 

Inoculations with the 10 known physiologic races of oat stem rust, 
Puccinia grarninis avenae , were made under comparable and season¬ 
ably uniform greenhouse conditions on 27 varieties and strains of oats 
in the seedling stage; on 7 of these varieties in the adult stage, also 
with all 10 races; and on 6 more of the varieties and strains in the 
adult stage, with race 6 only. 

Special care was taken to assure the purity of the physiologic races 
used. For this purpose periodic checks were made of the behavior of 
each race on the standard differential varieties grown under similar 
light intensities and fairly well-controlled temperatures. Assurance 
also was provided that the differential hosts themselves were free 



Nov. 15, 1037 


727 


Comparative Reaction of Oat Varieties 

from admixture. This was accomplished by the use of established 
pure rust races as biological reagents. 

The differences in the reactions of the 27 oat varieties in the seed¬ 
ling stage made it possible to group them in 4 categories. In three 
of these were included the varieties that possess reaction characteris¬ 
tics typical of differential hosts, enabling their use as substitutes in 
the identification of physiologic races of Puccinia graminis avenae . 
The fourth group consisted of those varieties showing no discernible 
difference in their reactions, whether with respect to each other or 
to the different physiologic races. 

There was a remarkably close agreement in the reactions of seedling 
and maturing plants of every one of the varieties and strains tested, 
regardless of parasitic race involved; in no case was a variety resistant 
or susceptible as a seedling or adult plant without a corresponding 
reaction in the other growth phase tested. It would seem from these 
results that seedling reaction is a reliable index of the reaction of 
adult oat plants to specific physiologic races of oat stem rust. It 
would be desirable, however, to investigate this problem further 
before drawing too general conclusions, since important exceptions, 
not considered within the limits of these experiments, may exist. 

While during the 15-year period 1921-35, five different physiologic 
races (1,2, 5, 7, and 10) of Puccinia graminis arenae have, at one time 
or another, been isolated from rusted oat material collected in various 
parts of the United States, only races 2 and 5 have played a significant 
part in the stem rust epidemics of this period. Race 1 was evidently 
of some consequence on certain occasions; but, on the whole, has been 
of trivial importance. Races 7 and 10, thus far, are of mere academic 
interest, so far as this country is concerned, but they may become 
more common in the future. 

The restricted physiologic specialization of the oat stem rust fungus 
in the United States removes a serious impediment from the path of 
the plant breeder in his attempts to develop a desirable rust-resistant 
variety of oats. Adequate resistance to the dominant races 1, 2, and 
5 is available in the varieties included in oat group 2, as listed in 
table 2. These varieties also are highly resistant to race 7. The 
varieties comprising oat group 1 are at least moderately resistant to 
the common races, as well as to race 10. To guard against the intro¬ 
duction or invasion of the more virulent races, it might be well to 
plan for the development of oat varieties with desirable agronomic 
characters that would resist their attack. Greenhouse experiments 
with seedling plants may facilitate and expedite the attainment of 
this goal. 
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QUANTITATIVE DETERMINATION OF COPPER AND ES¬ 
TIMATION OF OTHER TRACE ELEMENTS BY SPEC- 
TROGRAPHIC METHODS IN WIRE GRASSES FROM “SALT 
SICK” AND HEALTHY AREAS 1 

By L. L. Rttboff, assistant in animal nutrition, L. II. Rogers, speclographic 
analyst , and L. W. Gaddum, biochemist, Florida Agricultural Experiment 
Station 3 

INTRODUCTION 

“Salt sick,” a nutritional anemia, occurs among cattle, sheep, and 
swine, the feed of which is restricted to forage grown on certain types 
of sandy or peat soils. Earlier work of the Florida Agricultural Exper¬ 
iment Station demonstrated that the condition was caused by a defi¬ 
ciency of iron, or iron and copper, in the soils and forage (2). z Forage 
from salt sick areas was shown to be low in iron (16), and cattle grazing 
on these areas recovered when given an iron-copper supplement, as 
indicated by physical condition and hemoglobin content of whole 
blood (15). On certain soils, the affected animals responded erratically 
when iron was given as the sole supplement, but recoveries were quite 
uniform when a copper-iron supplement (1:50) was used. 

A nutritional anemia having external and other symptoms similar 
to salt sick (3) has been reported as “bush sickness” or “skinnies” in 
New Zealand, “daising,” “pining,” “pine,” and “vinquish” in southern 
Scotland, “nakuruitis” in Kenya Colony, East Africa, and “coasty 
disease” in King Island, Tasmania. An addition of cobalt to the ration 
was found to be helpful in certain parts of Australia and New Zealand 
(1, 21). In Florida, iron and copper have been used successfully in 
correcting pure salt sick in field trials. 

Cattlemen in Florida have long followed the practice of “burning 
the woods” (4) in order to remove old growth and give their animals 
the advantage of access to young vegetation in the late winter and 
early spring. 

WORK OF OTHER INVESTIGATORS 

The average iron content of wire grass, reported previously from this 
station (16), was 0.0177 percent in the dry matter of the grass (burned 
area) and 0.0108 percent (unburned area) from the deficient ranges, 
in contrast to 0.022 percent (burned) and 0.0193 percent (unburned) 
on healthy ranges. No analyses of grasses to determine their copper 
content have been reported from the Florida areas. The copper con¬ 
tent of forage crops from other areas has been reported by a few 
investigators, as shown in table 1. 

1 Received for publication June 28,1937; issued December 1937. 

* The authors are indebted to Drs. o. C. Bryan and R. B. Booker for collecting the masses used in this 
study, and to Drs. R. B. Becker and W. M. Neal for determining the nutritional quality of tho ranges. 

8 Reference is made by number (italic) to Literature Cited, p. 737. 
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Tablk 1.— The copper content of forage crops reported by different investigators 


Forage crop 


Method of analysis 


Investigator 


Copi>er per 
kilogram 
of dry 
matter 


Bluegrass.-.! 

Kentucky bluegrass. i 

Alfalfa foliage.- - -J 

Red clover foliage. .. \ 

Kentucky bluegrass...j 

Alfalfa hay ! 

First cutting ( Wisconsin) _ ; 

Second cutting (Wiscousm). j 
Colorado, sample 1-. i 

Colorado, sample 2. . 

Bluegrass.... .. ; 

Oat straw. 

Red clover hay. -- 

Rye straw.I 

Soybean liav _ ... 

Sweetclover hay. j 

Timothy hay._.| 

Vetch hay... j 

Wheat straw. . . J 

Alfalfa hay. 

AIsike clover.. .. ' 

Bluegrass hay. 

Orchard grass hay.. 

Red clover hay.. .... , 

Hedtop hay.. . . . . i 

Soybean hay.. j 

Sweetclover. 

Timothy hay.. 

Wheat straw.. . I 

I^ecksucht area hay, average 
Lecksucht area hay, one case 

Do. .. . ; 

Nor iiul hay, average... 

Normal hay, one ease . . ) 

Normal grass on pasture . .. 


I Xanthate ... . 
jFerrocyanide... . 
Xanthate. . .. 


)Bi»i7/o (ii'odffied) 


Xanthate. 


HlU770 .. 


McITaigue (!0). . 

McHargue (//).. _ - 

Mcllargue (tS) ___ 


Fhehiem and Kart ($) 


MoUargtio, Hoy, and Helphrev 

; (/>'. 


: stjoiipma ( 19 ) 


Milligram* 


l 


7 5 
S ft 
H ft 
14.(1 
0 1 
4.5 
14 h 
ft ft 
11.ft 
h :< 
:t.s 
17 ft 
4 4 
X 2 
II X 


l r; 

hi o 

♦j ft 
14 ft 
5 (I 
17 ft 
1 ft 
S ft 
ft ft 
;> ft 
:t ft 
2 (i :t ft 
a ft r» ft 
i ft 
ft ft 12 ft 
•> it 

20 ft to ft 


METHODS OF INVESTIGATION 

Samples of wire grass (Aristida sp.) were collected simultaneously 
with samples of soil (3) by plucking from areas on which cattle became 
salt sick, and on healthy areas from both burned and unburned ranges 
within a 2 months’ period. The wire grass samples were analyzed 
spectrogrnphicnlly for quantitative differences in mineral content. 
The grass was dried at about 70° (\ and stored in sealed glass jars. 
The samples selected for analyses were obtained from extreme salt 
sick, marginal, 4 and healthy areas. 

All glass, platinum, and silica apparatus and equipment used were 
leached with hot 1 : 1 hydrochloric acid and rinsed several times with 
water obtained by triple-distillation through an acid-leached all-glass 
still. Spec fro graphic examination showed that this water contained 
less than one-half part per million of copper (17). 

In earlier work (Mi, footnote p. £51) the senior author found that 
grinding wire grass in a Wiley mill increased its iron content by 
0.0032 percent. To avoid contamination with metals, therefore, the 
grasses were broken by band, placed in platinum or silica dishes, and 
dried at 100° C. After drying, the grasses were ashed for 24 to 48 
hours in a muffle furnace at a temperature not exceeding 450°. The 
asli was then homogenized in an agate mortar and analyzed speetro- 
graphically. 

*marginal areas cuttle do not develop salt sick, but affected cattle pastured on these areas do not 
recover. 
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QUANTITATIVE SPECTROGRAPHIC DETERMINATION OF COPPER 

Many workers have reported quantitative spectrograpkic methods 
for the determination of copper in various materials. Gerlacli and his 
coworkers (7, 8, 18) determined copper in biological materials with 
silver or cobalt as the internal standard; in this study cadmium was 
used. 

To an accurately weighed portion of the ash of the sample a measured 
volume of a cadmium solution was added. This mixture was dried, 
carefully homogenized in an agate mortar, and small portions spectro- 
graphe<i on a Littrow spectrograph. Selected and tested purified 
graphite electrodes were used. In this connection, it should be noted 
that the best grade of graphite electrodes on the market frequently 
contains some copper, which may produce erratic results unless the 
electrodes are tested spectrographically prior to using, as was done in 
this study. Satisfactory and les3 expensive electrodes may be pre¬ 
pared by the purification methods of Standen and Kovach {20). 

Great care was exercised at all times to avoid contamination. The 
solution of cadmium is known to contain a small proportion of copper, 
but the quantity thus added was negligible and was found not to 
affect the results. 

Quintuplicate analyses of each sample were made. A nonrecording 
micro photometer was employed for measuring the ratio of the line 
densities. The probable error of the method is less than 10 percent of 
the mean. 

RESULTS 


The analyses for copper in the wire grasses from both healthy and 
salt sick areas that had been burned, or left imburned, are given in 
table 2. This table also presents the percentage of total ash on the 
dry-matter basis. The copper content of the wire grass samples from 
the salt sick areas ranged from 4.7 to 10 mg per kilogram of dry mat¬ 
ter; those from the healthy areas ranged from 5.5 to 10.1 mg. 

Table 2.--Ash and copper content of wire grasses from salt sick and healthy (burned 
and vnburned) areas as determined by spectrograpkic method 


Area, treatment and sample 
no. 

Ash 
(dry ! 
basis) 

Copper per 
kilogram 
of dry 
mutter J 

Area, treatment, and sample 
no. 

Ash 

(dr> 

basis) 

Copper per 
kilogram 
of dry 
matter * 

Salt sick area, unburned. 

223. 

243. 


Milligrams 

6. \±ti 6 

7 Orb .8 

Healthy area, burned, mar- 
! ginal » 

234... 

| 

Per ant 
3.4 

Milligram* 
8.3=b . 8 
6.3± .6 
7. 3=fc .7 
5 5=fc .5 

251. 

2 9 i 

5 4=b .5 

2i5. 

2.8 

261. 

2 6 1 

6. 3=fc . 5 

249. 

2 8 

262.-. 

2.6 

4. 8d= . 5 

292. 

2 8 

203.. 

265. 

2.7 
2. 9 

4.7:4= 5 

7 4± .7 



A verage. . . 


6.8 

275 

2 6 

4 8=b 5 
10.0±l 0 



285. 

3 1 

! Healthy area, unburned. 

*230 

3. 7 

9. Cdcl. 0 
7.5db .7 
10. l=fcl.O 
8.0:4= . 8 
8. fefc . 8 
(> 6± . 7 
5.9db . 6 

Average___* 

.; 

6 2 

232. 

3 ! 9 



j 235 

fl 2 

3 8 

Salt sick area, burned: 



239. 

237. 

2.5 

6.6:4= .7 

i 270. 

3.4 

241. 

3.0 

3.3 

8.0:1= .8 

277.1 

2. 8 

258. 

9 feb . 9 

283.i 

3.0 




Average__ 


8.0 

Average... 


8.0 






1 Moan of 5 determinations. 

* This area not sufficiently supplied with available nutrients to be classed as strictly healthy (corrective), 
yet not so low as to be classed as salt sick. 
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DISCUSSION 

A comparison of the copper content of samples of wire grasses 
collected from ranges on which cattle showed severe symptoms of 
salt sick, and those from ranges on which the animals were always 
healthy, failed to show any appreciable difference (table 2). 

Neal and Becker (16), however, found that in the grasses from 
healthy areas the content of iron, calcium, magnesium, and phos¬ 
phorus was higher than in the grasses from affected areas. An exami¬ 
nation by Bryan and Becker (8) of the soil from both areas showed 
that the surface soils of the healthy ranges contained approximately 
10 times as much iron, 5 times as much calcium and phosphorus, and 
twice as much copper as did those from the salt sick areas. These 
investigators report that “cattle will develop ‘salt sick’ on soils with 
0.036 percent iron and 3.85 p. p. m. of copper, while they remain 
healthy upon soils with 0.42 percent of iron and 8 p. p. m. of copper.” 

The average values for copper in the grasses analyzed in the 
present work varied from 6.2 to 8 p. p. m.in salt sick and 6.8 to 8 p. p. m. 
in healthy areas, which indicates that the content of this element is 
not proportional in the vegetation and in the soil. 

Since the grasses used in tills work were obtained from extreme 
salt sick and healthy areas, the comparison of the copper content of 
these grasses indicates that copper deficiency per so is not the main 
etiological factor of salt sick although iron supplemented with copper 
was found to be effective in treating this condition in cattle. In the 
Netherlands, however, Sjollema (19) found an increase of about 
5 p. p. m. in the copper content of hay from healthy areas as com¬ 
pared with hay from “Lecksucht” areas. 

SPECTROGEAPHIC ESTIMATION OF OTHER TRACE ELEMENTS 

Since no significant differences were found in the copper content of 
the wire grasses, it was decided to examine the ash samples for other 
trace elements. The procedure was designed to permit an estimation 
of the proportions of certain elements present in magnitudes detect¬ 
able by spectrography on the original ash sample. 

In this work no effort was made to increase the proportions of the 
elements in the samples by precipitation or any other chemical method. 
By concentration methods it probably would have been possible to 
detect the presence of some elements which are reported as “not 
detected;” but the fact that an element is found to be present in a 
very minute quantity is of less practical importance than a knowledge 
of its proportion in the sample. Accordingly, it seemed best to base 
this study on proportions of the elements detectable spectrographically 
in the ash of the sample. 

A small proportion of the homogenized ash was volatilized in a 220- 
volt arc, a current of 9 to 10 amperes being used. Specially purified 
graphite electrodes were employed; repeated spectra of the graphite 
electrodes were made to insure a control of electrode impurities. In 
taking the spectrum of the sample, the arc was maintained until the 
sample was completely volatilized. Incomplete volatilization per¬ 
mits fractionation, which might involve a retention of the higher 
boiling elements in the residue and this vitiate the estimates of the 
amounts of the elements present. 

A Littrow spectrograph with linear dispersion of about 30 inches 
between 2,250 A and 5,500 A was used. Two prisms were employed 
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with this instrument—a glass prism for lines of wave length greater 
than 3,800 A and a quartz prism for shorter wave lengths. To make 
use of the sensitiveness of the 2,138 A zinc line, a quartz Cornu type 
spectrograph with linear dispersion of about 9 inches between 2,100 A, 
and 8,000 A was employed for the zinc determinations. 

The estimations were made by a modification of the comparison 
method used by Nitcliie (14)- Standard powders containing known 
percentages of the 24 elements included in the analysis were spectro- 
graphed in juxtaposition with spectrograms of the ash samples. The 
percentages of the elements present were then estimated by compar¬ 
ing visually the intensities of the spectral lines in the sample with 
corresponding lines in the standards. Duplicate determinations 
w ere made on each sample. 

The data thus obtained are not intended as precision determina¬ 
tions, but are indicative of the “order of magnitude” of the propor¬ 
tions of the elements present. To avoid misunderstanding as to 
precision, and also to retain a legitimate basis for comparison, the 
data are presented in “range” form. For example, 1-10 recorded in 
table 3 should be read: The amount of the element in the sample 
lies between 1 and 10 mg per kilogram of dry matter. 

The approximate sensitivity of the method is: For chromium, 
cobalt, nickel, and silver, between 0.0001 and 0.001 percent; for 
aluminum, barium, lead, manganese, molybdenum, strontium, tin, 
titanium, vanadium, yttrium, and zinc, between 0.001 and 0.01 per¬ 
cent; for antimony, boron, bismuth, cadmium, lanthanum, thallium, 
and zirconium, between 0.01 and 0.1 percent; and for arsenic* and 
lithium between 0.1 and 1 percent. 

The term “trace” signifies the smallest detectable proportion of the 
element in the ash This value converted to the dry-matter basis is 
almost negligible, but this does not alter the fact that the element w'as 
detected in the ash 

RESULTS 

The spedrograpllie estimations of the trace elements in the same 
wire grass samples that were used for the copper determinations aro 
shown in table 3. Aluminum, barium, boron, lead, manganese, 
strontium, titanium, and zinc w ere detected in all the ash samples, in 
addition to copper 

Of the grasses from the unhurried salt sick area, chromium and 
silver were detected in traces in eight of the nine ash samples, and 
molybdenum in five. All the elements mentioned above except 
molybdenum were present in grasses from the burned salt sick and 
from the burned marginal areas Molybdenum w r as detected in two 
of the three ash samples from the burned affected area, and in two of 
the four samples from the burned marginal area 

Chromium was detected in all the ash samples from the unburned 
healthy areas, in addition to the 10 elements present in all the grass 
samples from the burned areas Molybdenum and nickel were de¬ 
tected in three of the seven ash samples in this group 

Antimony, arsenic, beryllium, bismuth, cadmium, cobalt, lantha¬ 
num, thallium, tin, vanadium, yttrium, and zirconium w r ere not de¬ 
tected in any of the ash samples from these areas Nickel w'as de¬ 
tected only in the grasses from the healthy unhurried area, and in one 
sample from the unbumed salt sick area. 
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Table 3. —Spectrographic estimation of trace elements in wire grasses from salt 
sick and healthy areas expressed in milligrams per kilogram of dry matter 1 
[Analyses made on ash, but for convenience converted to dry-matter basis. Duplicate analyses made] 


Sample no. 

Aluminum 

Barium 

Boron 

Chromium 

Salt sick area, un- 





burned: 

Mg 

Mg 

Mg 

Mg 

223. 

20-80 

1-10 

10-30 

Tr 

243. 

2-20 

<0.1 

2' 20 

Tr 

251. 

10-30 

.1-1 

2 -20 

Tr 

261. 

20-80 

1-10 

2-20 

Tr 

262. 

10-30 

1-10 

2-20 

Tr 

263.— 

10-30 

< 1 

10-30 

NI) 

265.- . - 

10-30 

. 1-1 

2- 20 

Tr 

275.. 

2-20 

. 1 1 

1-10 

Tr 

285.. 

10-30 

1-1 

2-20 

Tr 

Salt sick area, 
burned: 





237. 

10-30 

1-10 

2-20 

Tr 

241. 

20 80 

1-10 

2-20 

Tr 

258. .. 

1-10 

<. 1 

2-20 

Tr 

Healthy area, burn¬ 





ed, marginal: 

234.. 

30-100 

1-1 

2- 20 

<0.11 

245. 

20-80 

1 - 10 ! 

2 -20 i 

1| 

24ft.. 

20-80 

1-10 

2-20: 
2 20! 

- 1| 

292. 

10-30' 

1-1 

Tr; 

Healthy area, un¬ 

i 


| 

burned: 

| 


2-20 j 

1 

230... 

15 60 

1 - 10 

Trj 

232__ 

30-100 

1-10 

2-20 

Tr 

235.-. 


20-80 

10-30 

< r 

23fl_ 

30 100, 

2-20 

2-20 

Tr; 

270_ 

15-40 

1-1 

10-30 

Tr! 

277_ 

10- 30 

1-10 

2-20 

Tr! 

283.. 

2-20 

i 

10-30 

2- 20 

Trl 

1 


TJ 

J 

a> 

in 

a 

os 

be 

s 

lolybde- 

num 

V 

M 

O 

I 

trontium 

s 

2 

a 

03 

0 

a 

>-5 

A 

A 

A 

CO 

ca 

H 

N 

Mg 

Mg 

Mg 

' 

Mq 

Mg 

Mg 

Mg 

Mg 

1-10 

20-80 

ND 

ND 

ND 

<0.1 

1-10 

2-20 

1-10 

10-30 

Tr 

ND 

< 0. 1 

<. 1 

0.1-1 

30 100 

0 1-1 

10-30 

ND 

ND 

Tr 

V.l 

. l-l 

10-30 

. 1-1 

20-80 

ND 

ND 

Tr 

l". 1 

<0.1 

20-80 

. 1 1 

2-20 

."() 1 

ND 

Tr 

ll 

.1-1 

10-30 

l 1 

2-20; 

- 1 

ND 

Tr 

V 1] 

<. 1 

20-80 

M0 

1-10 

Tr 

Tr 

• ' 1 


< 1; 

20-80 

. 1-1 

10-30 

Tr 

ND 

Tr 

< ll 

1| 

20-80 

»-*! 

30-100: 

1 

Nl) 

ND 

Tr 

- 1 

: 

1 <r ll 

30-100 

1-1 

1 

20-HOj 

0 1-1! 

Nl) 

Ti 

. i 1 

M 

1 10-30 

1-1 

30-100,' 

" 1' 

ND 

Ti 

! v i, 

1-10 

! 10-30 

.1-1 

1-10! 

NT>| 

ND 

Tr 

<-' 1! 

j 

<• 1 

110-100 

1-10 

10-30 

Nl)' 

ND 1 

Tr 

! 

*•' i| 

1-10! 

1-10 

. 1-1 

>601 

,I-I| 

NDj 

Trl 

<. 1 

l-l! 

20 80 

1-1 

10-30! 

1 -11 

nd| 

Trj 

v 1! 

ll| 

10-30 

1-1 

20- 80 

Nl) 

j 

ND; 

Trj 

11 

1 

10-30 

1-10. 

i 

15 50 1 

M)( 

! 

Nl), 

Tr! 

1! 

1-1 

30-100 

1 101 

10-30, 

Nl) 

Tr 

Tr 

. l-li 

1-1 

1 10 

1-10- 

•00! 

Nl).o. 1-1 i 

Trj 

^ H 

1 1 

2- 20 

1-10 

1-1! 

15 50, 

1-10! 

NT> 

Trj 

1-10 

15-60 

1 10 

1-10' 

NI>i 

Trj 

ND 

Tr, 

< i> 

M0130-100 

.1-1 

20-80 i 

Tr 

< 1 

«< i‘ 

< 1 

20- SO 

1 

10-30 j 

1-10] 

ND 

Tr 

<.i| 

Tr i 

10-30 


1 Nl) denotes not detected Tr denotes trace (see text for discussion'). Antimony, arsenic, beryllium, 
bismuth, cadmium, cobalt, lanthanum, thallium, tin, vanadium, yttrium, and zirconium were not 
detected m any of the ash samples. 

DISCUSSION 

A comparison of the values for the trace elements in the wire grasses 
from healthy and affected areas did not show any appreciable differ¬ 
ences 

Certain elements were detectod in all the asli samples; hence, the 
results for these elements are at least consistent Other elements were 
detected irregularly, which indicates that the ash may have been 
contaminated 

A high-titanium content in green parts of certain plants has been 
reported by Geilmann (6*) and Headden (9), and unpublished work 
at this laboratory has confirmed this finding In the present study, 
titanium was detected in all the ash samples, but the proportions were 
low as compared with those reported by Geilmann and Headden. 

Recently, workers at this station have found that cobalt is a limiting 
factor in one type of salt sick known specifically as “hill sick ” The 
estimation of trace elements failed to show the presence of cobalt in 
any of the grass samples (table 3), yet this element is known to be 
beneficial to animals on certain areas It should be pointed out that 
some of the elements reported in this study as not detected may have 
been present, but in amounts too small to be determined by the method 
used 

The results obtained from this study suggest that salt sick may be 
the result of a combination of conditions which give rise to similar 
external symptoms. The ratio of the various elements involved may 
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bo as important as the absolute amounts Possibly salt sick may 
occur on grasses in which the iron content is high and the copper 
content low, or vice versa; or the ratio of iron or copper to some otner 
elemont or elements may be involved 

Another factor that should be considered is the mineral content of 
the drinking water In some water holes where an iron-bearing clay 
forms the substrate, the water is known to have a high content of iron 
and probably of other elements 

SUMMARY 

A comparison of the results of spectrographic determination of the 
copper content of wire grasses from “salt sick”, marginal, and healthy 
areas failed to disclose any significant differences 

The spectrographic estimation of other trace elements also showed 
no significant differences 

The following elements were detected in all the wire grass samples 
from the different areas: Aluminum, barium, boron, copper, lead, 
manganese, strontium, titanium, and zinc The following elements 
were not detected in any of the samples: Antimony, arsenic, beryllium, 
bismuth, cadmium, cobalt, lanthanum, thallium, tin, vanadium, 
yttrium, and zirconium. Chromium, molybdenum, silver, and nickel 
were detected in the samples, but not consistently. 
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FACTORS INFLUENCING THE DEVELOPMENT OF SOGGY 
BREAK-DOWN IN APPLES 1 


By H. U. Plagge, research assistant professor , and T. J. Maney, research professor 
and head , Subsection of Pomology , Iowa Agricultural Experiment Station 

INTRODUCTION 

The influence of storage temperature on soggy break-down 2 in 
certain apple varieties is generally recognized, but tiie relation of other 
etiologic factors to this disease is not so clearly understood. For 
example, it- has been assumed that delayed storage is essential to the 
development of soggy break-down, and that late picking favors its 
occurrence. The effect of these and other causal agencies has not been 
demonstrated conclusively. Among other factors which have been 
considered as favorable or essential to the development of soggy 
break-down are inadequate ventilation of containers and storage 
rooms, a prolonged storage period, temperatures lower than 32° F., 
variations in fertilizer treatments, and climatic conditions. The 
effect of these and certain other factors on soggy break-down is con 
sidered in this paper. 

The importance of storage temperature in the control of soggy 
breakdown has been emphasized in earlier publications (II , 15 , 17)? 
This paper presents further evidence to show the relation of storage 
temperature to the disease in the varieties that were previously listed 
as susceptible and in other varieties for which little or no information 
is on record. The relative importance of other storage and prestorage 
factors as judged by the results of more than 11 years' work is indicated. 

REVIEW OF LITERATURE 

Investigators have emphasized the importance of immediate storage 
in the control of the soft- scald type of soggy break-down in the 
Jonathan apple (/, 3, 6\ IS , W). In an earlier paper (IS) the writers 
indicated that delaying storage for 1 w eek, as compared with immediate 
storage or storage after 2 and 3 weeks' delay, usually increased sus¬ 
ceptibility in this variety. It should be noted, however, that imme¬ 
diate storage did not invariably prevent the disease, and that delays 
of 2 and 3 weeks gave best control. On the other hand, delaying the 
storage of Grimes Golden and Golden Delicious has usually resulted 
in greater susceptibility to soggy break-down ( 10 , 15). Harding 
found that cold-storing Grimes Golden w'hile it is in an active state 
of respiration produces a high decree of susceptibility (4), and that it 
reaches its highest respiratory activity between 3 and 5 weeks at 50° F. 

Harley and Fisher (6) concluded that a high concentration of carbon 
dioxide in Jonathan apple tissues is not a contributory cause of soggy 
break-down; Brooks and llarley (2) found that short exposures to 

1 Received for publication Jan. 15,1937; issued December 1937. Journal Paper No. J432 of tbe Iowa Agri¬ 
cultural Experiment Station; project No 2S1. 

1 The two types of low-temperature disease designated in the literature as “soggy break-down” and 
“soft scald” are considered by the writers to be the same, and in this paixjr will lie included under the term 
“soggy break-down.” The reasons for this classification have been given ( 11 , 17 ).* 

* Reference Is made by number (italic) to Literature Cited, p, 702. 
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this gas and high temperature reduced the tendency toward the disease. 
Gerhardt and Ezell (3), working with Jonathan at Wanatchoe, Wash., 
found that immediate storage at 32° F., when preceded bv a 24-hour 
exposure to carbon dioxide, gave approximately as good control as 
ordinary storage at 36°. With delayed storage, however, carbon 
dioxide exposures gave less consistent results. 

RELATION OF STORAGE TEMPERATURE TO SOGGY BREAK-DOWN 

Although results of storage experiments of a rather comprehensive 
nature, showing that temperature is of primary importance in the 
control of soggy break-down in Grimes Golden, have been published 
(lly 15 f 17)y information concerning the effects of storage temperature 
on other varieties is limited. Some results for Jonathan, Wealthy, 
and Golden Delicious are on record ( 9 , 10, 14, 15), but so far as the 
writers can determine, no results have been published for North¬ 
western Greening and Winter Banana. 

STUDIES WITH JONATHAN 

Table 1. —Percentage of soggy break-down occurring in Jonathan apples during 
storage at different temperatures for three and for five seasons 

RESULTS DURING 3 SEASONS » 


Temperature (° F ) 


30. . 


M. 


34. 


36. 


Common storage. 


1 

l Delay be- 

j Break-down in - 

i 

j fore storing 

1024-25 

| 1926-27 

1928-29 

1 Weeks 

Percent 

j Percent 

Percent 

If o 

; 42 3 

i M t 

8 2 

I 1 

; is 9 

H 9 

07 it 

I 2 

! 10 3 

2 9 

1 21.7 


1 o 

1 (1 

1 15 2 

1 0 

j 6 9 

0 

1 8 

J I 

.6 

0 

1 19 1 

i| 2 

1 .(> 

0 

i Hi. 2 

•1 3 , 

1 0 

0 

7 

|f o 

! o 

U 

i o 

1J 1 

! 0 

0 

1.9 


0 

0 

i r» i 

I 3 

0 

0 

1 0 

!( o 

0 

0 

0 

il i 

0 

0 

8 

1 

0 

0 

.9 

1 3 

0 

0 

0 

0 

0 

0 

0 

1 

0 

0 

0 

2 

0 

0 

0 

l 3 

0 

0 

1 

0 


RESULTS DURING 5 SEASONS 3 


Temperature (° F ) 


30. 


36. 


Delay 


Break-dow n m * 

- 

liefon* 

. _ — 

— 

~ -- 

— 


storing 

1929-30 

1930-31 

1931-32 

| 1932 33 

1933-34 

Days 

| Percent \ 

Percent 

Percent i 

Percent 

Percent 

0 I 

1 76 2 

8 7 

0.0 

11.2 

0.7 

10 

28.2 

0 

12.2 

3.5 

16.0 

20 

1.4 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

10 

0 

0 

0 

0 

1 0 

20 

0 

0 

0 

0 

0 


1 Fruit examined the latter part of January, 

a Picking dates 1024. Octobor 7; 1920 and 1928, October 2. Source of Fruit: 1924, State orchard, western 
Iowa: 1920 and 1928, Apple Grove orchards, central Iowa. Number of boxes per test: 1 to 4. The same 
investigation was carried out in the seasons of J92. r > and 1927. No soggy break-down occurred in these 2 years. 

3 Fruit examined in February 1929-30 and 1931-32 and in March 1930-31, 1932-33, aud 1933-34. 

' Picking dates* 1929 and 1931, October 2; 1930, Oct. 6; 1932. September 30. Source of fruit: 1929, 1930, 
and 1931, Apple Grove orchards, central Iowa; 1932 and 1933, Worth orchard, western Iowa. Number of 
boxes per test: 1 to 4. In 1934 there was no crop because of severe drought. 










Nov. ib, 1937 Factors in Development oj Soggy Break-Down in Apples 741 


The effect of various storage temperatures on the development of 
soggy break-down in Jonathan is shown in table 1. These results 
show that break-down developed more severely at 30° F. than at 
32°, 34°, or 36°, that it w r as a factor at 32°, and that it was not entirely 
absent at 34°. At 30° only traces of the disease appeared, and in 
common storage there was none. Experiments similar to those report¬ 
ed for three seasons in table 1 were also carried out in the seasons 
of 1925-26 and 1927-28, but no soggy break-dowrn occurred. In 



Fu.i uk l Sections of Jormthuu apples severely utTected with the soft scald or surface type of socir> 
t»reuk*dovs n In most of the specimens slumn the disease extends deejier into the cortex of the apple than 
is usual. (See fiu 8 foi t\ picul extei uni appearance of soi^y break-dow n m Jonathan.) 

earlier work (13) the writers found extensive development of soggy 
break-down at 32° in each of three other seasons. The difference in 
the susceptibility of Jonathan in various years is thus very marked. 
The tendency to break-down in different lots of fruit given various 
delayed treatments also varied in different years. This factor is 
considered later. 

The results of storing Jonathan at the two temperatures 30° and 
30° F. for five additional storage seasons are shown m table 1. These 
studies also show complete control of the disease at 3(>°. Variation in 
the susceptibility of Jonathan in different years w r as again apparent, 
and dissimilar break-down tendencies between lots of fruit given 
different delayed treatments were also marked. The results as a whole 
show that at a temperature of 36° soggy break-down (fig. 1) was 
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completely eliminated in each of seven seasons and that it was kept 
under 1 percent in each of eight. 

STUDIES WITH NORTHWESTERN GREENING 

Storage experiments in which boxes of Extra Fancy Northwestern 
Greening apples were stored at various temperatures for each of two 
seasons are shown in table 2. In both seasons the fruit tested came 
from trees approximately 25 years old, and was picked at the peak of 
the picking season. The number of fruits per box ranged from 125 
to 72, but the majority of the boxes contained between 113 and 88. 
No color distinction between green and yellow* fruit was made. The 
study also includes 2 years of observations of this variety under 
common storage. Delay before storing took place in an open packing 
shed. 

Table 2, —Percentage of soggy break-down occurring in Extra Fancy Northwestern 
Greening apples 1 at different temperatures 2 


Storage temperature (° F.) 

30.. . . 

32. .. 

34 . 

35 . _ 

40.. __ . .. 

20-00 4 (common storage). _ . 


Delay 

before 

storing 

1 Slight break-down 

1 Severe break-dow n 

1924-25 

1927 28 

l__ 

1924-25 

1927-28 

— 

— 

— 


| - ~ 

Day? 

Percent 

Percent 

Percent 

i Percent 

2 

12. 5 

12.7 

55 4 

8 7 

7 

12.5 

15.8 

17.3 

8.4 

14 

1.9 

0 

0 

0 

21 


13 4 


41 3 

2 

12 2 

28. 4 

41 4 

43 2 

7 

13 « 

21 8 

29 5 

0 

14 

(i 

2 5 

0 

.9 

21 


14 9 


4 1 

2 i 

1.5 

42 7 

1 0 

17 3 

7 

4 8 

15 3 

0 

1 2 

14 

0 

0 i 

0 

0 

21 


2 1 : 


2 4 

-» 2 

<; 8 

55 3 ; 

2 5 

11.3 

7 

i » i 

5.1 ! 

.8 

0 

14 

0 j 

1.7 , 

0 

0 

21 

i 

-- i 

0 


n 

1 | 

4 4 1 

1 

2 7 1 


7 

3 * 


1 9 


11 

1 0 


1 0 


1 

0 


0 


7 

0 


0 

_ 

14 

0 


0 



1 Picking date, October 13 in both .seasons. Source of fruit. 1021, State orchard, western Iowa, 1027, 
Apple Grove orchards, central Iowa 

2 Fruit examined February 18 for 1024-25 and March 3 for 1027-28 
1 1-day delay m 1024-25 

* Minimum and maximum temperatures for various months that fruit was in common storage. October, 
44°-50° F.; November, 32°-54°; December, 32° 30°; January, 29®-34°. 


The severity of the disease is expressed as slight break-down, which 
includes apples w r ith an approximate total affected area not more than 
one-half inch in diameter; and severe break-down, which includes all 
specimens more severely affected. Severely affected apples frequently 
have 50 to 75 percent or more of their areas involved, and are always 
worthless. Slightly affected apples usually have some culinary value. 
At 36° F. Northwestern Greening show r s a rather high proportion of 
slightly affected fruit, while at the lower temperatures the proportion 
of severely affected fruits is greater. 
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Severe break-down was usually most prevalent at the two lowest 
temperatures, 30° and 32° F. (fig. 2 and table 2). The results were 
similar for the fruit recorded under slight break-down in 1924, but for 
the 1927 fruit they were somewhat less consistent. At 40° the per¬ 
centage of break-down was under 5 percent, and none occurred in 
common storage. The tendency for the fruit to decrease sharply in 
susceptibility with delayed storage is conspicuous in this variety; fruit 
given 2 and 3 weeks’ delayed treatment was practically immune to 
soggy break-down. 




Kkh kf, 2 — Kogg> break-down in Northwestern Greening: A, Severe soggy break-down occurring at 
:M>° and 32° F ; H, slight soggy break-down m typical sjxH-mieris stored at 3fi°. Like Jonathan, Northwestern 
Greening does not exhibit the internal typo of soggy break-down. 


Further evidence that storage temperature is a practical method of 
curtailing soggy break-down in Northwestern Greening is presented in 
table 3. The fruit used in this study was similar to that recorded in 
table 2 and received the same prestorage and storage treatment. 
Data for six seasons are presented on storage lots which w r ere stored 
in most instances on the day of picking, or 1 or 2 days later. Except 
in one instance, break-down was most severe in fruit stored at 30° F. 
Fruit at 32° consistently yielded higher percentages than that at 
34°, and the latter usually higher than fruit at 36°. No break-down 
occurred in common storage. The rather large percentage of break¬ 
down at 36° is indicative of the high degree of susceptibility of North¬ 
western Greening. This apple is regarded as the most susceptible 
variety thus far studied at Ames. The smaller amount of break-dow r n 
noted in the 1925 data is probably the result of the delayed storage 
treatment of 11 days. 


744 


Journal of Agricultural Research 


Vol. 65, no. 10 


Table 3. —Percentage of soggy break-down 1 occurring in Extra Fancy Northwestern 
Greening apples 2 during storage at different temperatures , 19^4-29 


Year 

Picking 

Delay 

before 

storing 

Date ex- 

Break-down at storage temperature 3 of— 

date 

amined 

30° F. 

&« 

0 

c* 

« 

34° F. 

36° F. 




Days 


Percent 

Percent 

Percent 

Percent 

1924. 

Oct. 13 

2 

Feb. 18 

66 4 

41.4 

1.0 

2.6 

1925.. 

Oct. 0 

n 

Feb. 20 

9 0 

2 2 

0 

0 

1926... 

Oct. 8 

1 

Jan. 13 

41.6 

27.3 

11 2 

5.6 

1927. 

Oct. 13 

2 

Mar. 3 

8 7 

43 9 

17.6 

11 8 

1928 . _ 

Oct. 20 

0 

Mar. 22 

46 3 

28 8 

10.4 

8. 7 

1929... 

Oct. 8 

0 

Jan. 23 

62.0 

18 7 





1 Soggy break-down given as severe break-down; slight break-down excluded. 

3 The 1924 lot of fruit was from the State orchard m western Iowa: that for 1925-29 all came from Apple 
Grove orchards in central Iowa. In all cases fruit was from trees approximately 25 years old. 

3 No break-down occurred in common storage. 


STUDIES WITH WEALTHY 

In previous publications (14, 15) the writers have reported the 
occurrence of soggy break-down in the Wealthy variety. A distinc¬ 
tion was then made between soft scald and the internal type of soggy 
break-down; so that the data do not give a true picture of the severity 
of the latter disease in this variety. The internal type of soggy 
break-down was not recognized as such until some years later; anil 
the earlier data (14, 15) therefore include only the soft-scald type 
(fi£. 3). 

In the studies for the three seasons reported in table 4, the apples 
were picked in prime condition, were of good color, and of Extra 
Fancy grade. They w'ere wrapped in oiled-paper wrappers and packed 
in boxes. The fruit in all cases w r as selected from old trees. 

There was no soggy break-down of fruit in common storage, and 
when the disease occurred at 36° F., in most instances the percentage 
w r as low. Storage at 34° did not control the break-down satisfactorily, 
particularly when storage w r as delayed, and storage at 30° and 32° in 
most cases was even less favorable. In general the data indicate that 
36° is the most desirable temperature for the prevention of soggy 
break-dowm, and that delayed storage up to a certain point increases 
the susceptibility of the fruit. Beyond this point, according to the 
1928 data, delayed storage appears to increase resistance. 


Table 4. —Percentage of soggy break-down occurring in Wealthy apples during 
storage at different temperatures 1 



Picking 

Delay be- 

Break-down at storage temiieratures 1 of - 

Reason 





date 

fore storing 

30° F. 

| 32° F. 

! 34° F. 

1 

! 30° F. 




Days 

Percent 

j Percent 

Percent 

Percent 



( 1 


0.0 



1924-25 . .. 

Sept. 17 

7 


32.8 





1 14 


38 4 



1926-27.... 

Sept. 22 

f 2 

l 9 

15 2 
22 0 

5 3 
12.3 

2 5 ! 
6.0 1 

4 7 
1.2 



[ 2 

1.7 

2.3 

3.0 

0 

1928-29. 

Sept. 5 

}° 

85.7 

85 9 

49 2 

28.3 


1 J4 

79 6 

89 8 

44 4 

11.3 



l 21 

36.0 

16 1 

14.6 

0 


1 fruit examined in January in each season. Source of fruit: 1924 and 1926, northern Iowa;'1928, central 
Iowa. 

* No break-down occurred in common storage. 
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STUDIES WITH WINTER BANANA 

Attention was first called to the occurrence of soggy break-down in 
Winter Banana apples in 1933, when the writers observed a trace of 
the disease in one box of apples stored at 31° F. Results of storage 
tests for this variety are now available for three seasons (table 5). 
The apples came from northeastern Towa; those tested in 1934 and 
1935 were from trees 8 to 10 years old and those tested in 1936 were 
from trees approximately 25 years old, growing in a sandy loam soil. 
The fruit, of extra fancy grade, was packed and wrapped in oiled 
paper in 1934 and 1936, but was left unwrapped in 1935. The apples 
in the 1934 and 1936 seasons were picked on October 5 and in the 1935 



Fimtkk 3,—Soggy break-down lit Wealth} apples. .1, Surface type resembling, in external appearance, 
the disease as it occurs on Jonathan and Northwestern Greening. Sections of such specimens frequent}''* 
reveal al^o the interna! type. li. interna! !>j>« in specimens exhibiting no external symptoms of the 
disease, though similar specimens frequent 1} have both t> jies of sogev break-dow u. 

season on October 7. In 1935 and 1936 the fruit was considered 
normal in development; in 1934 it was slightly more mature than in 
the other two seasons. This might have been occasioned by extreme 
warm weather in the 1934 season. 

It will be noted that the earliest stored fruit of the first season was 
most susceptible, and that there w T as a gradual decrease in the sus¬ 
ceptibility of the apples given the 5 ami 9 days* delay. With and 
following the 13-day delay there was usually marked deerease in 
susceptibility. The results for the second year differed from those 
of the first in that immediate storage and the shorter delays resulted 
in limited amounts of soggy break-dow n, while longer delays increased 
susceptibility. However, the tendency for the fruit given the longer 
delays (15 and 18 days) to increase in resistance, although not so 
marked, is apparent in the 1935 results, as it was in 1934. The data for 
storage at 36° are not complete, but the results indicate that Winter 
Banana apples are resistant to soggy break-down at this temperature. 

348(13—3T-3 
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Table 5. —Percentage of soggy break-down occurring in Winter Banana apples 
during storage at different temperatures 1 



A pples stored 

Delay 

Break- 


Apples stored 

Delay 

Break- 


at- 

at 

<lown 


at 

! — 

at 

down 

Season 



50° F. 

in stor- 

Season 



50° F. 

in stor- 




before 

age at 




before 

age at 


31° F. 

30° F. 

storing 

31° F 3 


31° F 

30° F. 

storing 

31° F. J 


Number 

Number 

Days 

Percent 


Number 

Nu mber 

l 

Days 

Percent 


I 113 

125 

1 

73.5 


150 

_ 

0 

1.4 


125 


5 

00 2 


103 

. 

3 

1 2 


290 

_ 

9 

51.4 


125 


0 

7.2 

1934-35. 

{ 30 J 


13 

10 C 


103 


9 

12 0 


301 


17 

13 6 


150 


12 

5 4 


163 


21 

4 3 


138 


15 

23 0 


150 


25 

19 3 

1930-37. ... ... 

150 


18 

29 5 


90 

113 

0 

0 


150 


21 

55 0 


90 

113 

3 

3 1 


103 


24 

10 0 


102 

113 

6 

11 8 


150 


27 

3.3 

1935-30. 

110 


9 

OK 2 


103 


35 

J 3 


109 


12 

72 4 


150 


42 

0 


107 

. 

15 

57.8 


150 


49 

0 


102 

— - 

JK 

34 3 







1 Fruit examined Feb. 115,19,{5, Feb 0, 1930, and Feb. 10,1937. 

3 No break-down occurred m cold storage at 30 ° F„ though only 1 test after 1 day delay was made in 
1934-3,'i and 3 tests, after 0, 3, and 0 days’ delay, respectively, were made in 1935-30 1 box stored at 50 f ‘ 

continuously in 1930 37 showed no break-down. 


The results obtained in the third season confirm those of the second 
in that lowest break-down occurred with the shorter periods of delay, 
and susceptibility to break-down increased as the delayed storage 
period was increased to a certain degree. Highest susceptibility 
occurred with 21 days’ delay in the 1930-37 season, and with 12 days’ 
delay in 1935-30. The fruit of the first season was somewhat over¬ 
mature and this probably accounts for the earlier stored samples of 
that year being more susceptible to soggy break-down. 

Specimens of Winter Banana exhibiting the soft scald type of soggy 
break-down very frequently exhibit the internal type of break-down 
also, and both types occur concurrently in the same storage lots (l(i). 
These observations provide further evidence that the two types of 
soggy break-down are identical (fig. 4). 

STUDIES WITH GOI.DEN DELICIOUS 

Golden Delicious is one of the most susceptible varieties and occa¬ 
sionally develops break-down at 34° and 36° F. Some results of 
experiments with this apple showing that a temperature of 3(i° 
controls soggy break-down have been published (10). It is sufficient 
to call attention to the fact, that in these studies soggy break-down 
occurred severely at 30° and 32° F.; that 34° was unsatisfactory when 
storage was delayed 12 and 14 days; and that at 3(>° and in common 
storage the disease did not appear even though storage was delayed 
3 weeks in some instances. 

Further data for three seasons for fruits kept at a temperature of 
31° F. likewiso show the susceptibility of this variety to low-tempera¬ 
ture break-down (table 7). Sufficient numbers of cheek boxes were 
kept at a temperature of 36° each year to confirm the resistance of 
Golden Delicious at the higher temperature. 
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RELATION OF DELAYED STORAGE TO SOGGY BREAK-DOWN 

The effect of relatively short delays before storing and of prolonged 
periods of delay on the susceptibility of apples to soggy break-down 
varies with different varieties as well as with different seasons. In 
this discussion, then, consideration is given (1) to the effect of relatively 




Fjot'RE -I Sogg> breakdown of Winter Banana apples These specimens, although showing the typical 
surface t>i>e of soggy break-down. probablj would also exhibit the internal tyj>e if sectioned. * 

short delays, and (2) to the effect of protracted delays on the subse¬ 
quent development of soggy break-down in cold storage. The data 
presented are for typical seasons when the disease was prevalent in 
the varieties studied. 

INFLUENCE OF RELATIVELY SHORT DELAYS 

Unavoidable delays of a few days to several weeks sometimes occur 
in carrying out large-scale harvest operations. When this happens, 
the results may be expected to be considerably different from what 
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they would have been had the fruit been stored within 24 hours after 
picking. 4 Particularly is this true if the storage temperature is as 
low as 31° or 32° F. 

From the results of the storage investigations at Ames, the writers 
have found it difficult to state definitely whether immediate storage 
or short delays result in greater susceptibility in Jonathan apples. 
In some instances immediate storage has made Jonathan more sus¬ 
ceptible; in others delayed fruit has been more susceptible. 

That delaying the storage of Jonathan may not necessarily increase 
susceptibility but, on the contrary, may decrease it, is indicated by the 
results shown in figure 5, A . Data arc presented for four seasons, and 
these may be considered to give about the average picture over a 
period of years. In two seasons short delays of approximately a week 
to 10 days increased the tendency to break-down; in two other seasons 
a delay of 1 week as compared to immediate treatment, decreased 
susceptibility. With one exception, 2 to 3 weeks’ delay made Jona¬ 
than more resistant, or about as resistant as immediate treatment. 
These observations show that susceptibility to low-temperature break¬ 
down in Jonathan may be either positively or negatively associated 
with short delays before storage, according to the particular season 
in which the fruit is grown. Further evidence supporting this state¬ 
ment is given in tables 1 and 2. 

That delayed treatment may definitely make apples more resistant 
to soggy break-down is indicated by results depicted in figure 5, B . 
The results for Northwestern Greening are typical for this variety 
(table 3). Results for the one season with Winter Banana, though 
similar to those for Northwestern Greening, are the reverse of those 
obtained in 2 other years (table 5); so that no definite statement as to 
the performance of this variety (‘an yet be given. It may, like Jona¬ 
than, give on result one season and the opposite result another. 

The usual or expected results of delaying storage of Golden Delicious 
and Grimes Golden apples are shown in figure 5, C. For these two 
varieties immediate storage, or a very short delay of 2 to 3 days, 
usually gives better results than longer delay. The two seasons’ 
results for these varieties exemplify the general rule for the occurrence 
of soggy break-down. However, exceptions to this rule for Grimes 
Golden and possibly Golden Delicious may be expected. For example, 
data for 1924 {15) showed that Grimes Golden given only 24 hours’ 
delay became susceptible to break-down, and data for another season 
showed that when grown during the very warm summer of 1934 under 
heavy irrigation it became very susceptible under immediate trea tment 
(table 6). Regardless of exceptions, however, it is reasonably certain 
that delays of 1 to 3 weeks in the storing of Grimes Golden and Golden 
Delicious will result in higher susceptibility to soggy break-down 
than will immediate storage. 

INFLUENCE OF PROLONGED DELAYS 

As in the case of short delays, the effect of prolonging the period of 
delayed storage on the subsequent behavior of apples in storage 
varies considerably between varieties and seasons. In studying this 
problem, testing and observation over a period of years with sus¬ 
ceptible varieties w r as necessary. 

* The writers have data which indicate that a difference of 24 hours in the storing of Jonathan may result 
in marked differences in susceptibility. 



Nov. 15 ,1937 Factors in Development of Soggy Break-Down in Apples 749 



1934,3IT 1929, 30°F 1926,30°F 1924. 30 D F 



1934 3i‘F GREENING' GREENING 1924 30°F 

1929. 3I°F I92&. 30‘F 



1931, 3I*F 1927. 30’F 1928, 32 *F 1925.30* 


Fid ure 5 —Percentage of soggy break-down in apples of different varieties withheld from storage for various 
lengths of time and then stored at the temperatures shown. A , fruit held at 50® F. before storage, except 
in 1924 when it was held at outdoor temperatures: B, fruit held at 50° in 1929 and 1934 and at outdoor 
temperatures in 1924 and 1928; C, fruit held at 50° In 1928 and 1931 and at temperatures prevailing in an 
open packing house in 1925 and 1927. 
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Experimental studies since 1924 have shown that keeping Jonathan 
at ordinary outside temperatures 3 to 4 weeks or longer before cold 
storing makes it practically immune to soggy break-down. 6 


Results with Grimes Golden 

The effect of protracted periods of delay on the development of soggy 
break-down in Grimes Golden for each of f> years is recorded in table 6. 
After 6 weeks of delayed treatment in 1928 in each of three lots stored 
at different temperatures, there may be noted a definite breaking 
point in the susceptibility of the stored fruit. Six weeks’ delay 
resulted in similar reductions in the susceptibility of the fruit in 1931 
and 1934, while 5 and 7 weeks’ delay yielded similar results in 1929 and 
1930. In nearly all instances, therefore, protracted delays reduced 
the tendency to soggy break-down after definite periods of time. 
Periods of delay greater than 5 to 7 weeks did not increase suscepti¬ 
bility to this type of break-down. 


Table 6 . — Effect of length of period of delay before storage upon the percentage of 
soggy break-down occurring in Grimes Golden apples 1 during storage at different 
temperatures in five seasons 





Break-down in season and at temperature indicated 



Delnv 











at 










Lot No. 

50° F 


1928-29 


3929-30 

1930-31 

1931-32 

1934-35 


before 











storing 




" 





_ - 



30° F. 

32° F 

36° F 

30° F 

36° F 

31° F 


31° F 

.. . 

31° F 


Week* 

JUrcent 

Ptretnt 

Pi rcent 

Percent 

l Ur cert 

Pi rcent 

I't ret ut ; Percent 

Pi r, mt 

1 . .... 

0 

3.S 

0 4 

0 4 

4 7 

0 0 

0 ft 

0 0 

0 ft 

OS 5 

2 ..- 

1 

.8 

6 5 

6 



1 5 

0 

0 

97 ft 

3. 

2 2 

67 8 

73 5 

4 ft 

24 « 

ft 

6 6 

0 

1 7 

03 4 

4_ _ 

3 

60.3 

67. 9 

S 7 

43 0 


9 3 

« 

2 4 

43 7 

5. 

4 

03.4 

<59. 3 

21 4 

7 4 


13 4 

0 

2 2 

44 S 

6 .... 

5 

68.5 

38 0 

8 1 

2 3 

o 

5 6 

ft 

2 ;> 

36 1 

7 _ _ 

0 

. 7 i 

3 5 

0 

0 

0 

16 9 

0 

1 2 

7 5 

8 . 

7 

.8 

ft 

ft 

0 

S o 

1 2 2 1 

ft 

ft 

6 l 

9 ... 

8 

6 

0 

ft 

0 

0 

1 5 

0 

ft 

6 

10...... 

9 

0 

ft 

0 

. 1 




0 

! ft 

n._._. 

30 

0 

0 

0 

.! 



... 


0 

12 ... ... 

13 

0 

0 

0 






ft 

13 . 

12 

0 

0 

0 


. 

! 

. -- . 

.. 


! 


1 Source of fruit: 1928 ami 1929, old trees, Apple Grove orchards, central Iowa, 1930 and 1931, young trees, 
Highland fruit farm, western Iowa; 1934, >oung trees, Bchurk orchard, southeastern Iowa. Growing con¬ 
ditions* 1928 and 1929, temperature moderate, rainfall abundant, 1930 and 1931, tempraturo excessively 
high, soil moisture unusually low*; J934, teinf>erature very high, orchard under irrigation. Picking dates 
Sept. 25, 1928; Sept 26, 1929, Sept. 16, 1930; Sept. 22, 1931; Sept. 25, 1934. Fruit examined. Jan. 24, 1928; 
Jan. 29,1929; Apr. 1, 1930; Feb 19,1931, Feb. 15. 1934. 1 box in each test. 

1 10 days’ delay In 1929-30. 

In table 6 it may be noted that in 1934 the marked predisposition 
to soggy break-dow r n in promptly stored Grimes Golden was accom¬ 
panied by low break-down tendencies under prolonged delayed treat¬ 
ments. This fruit from a heavily irrigated orchard in southern Iowa 
was grown during the warmest summer on record and was picked w hen 
very mature, yet it improved in resistance with the longer delayed 
treatments. It appears, therefore, that Grimes Golden becomes 
markedly less susceptible to soggy break-down when given a 6-week 


# It seems advisable to point out that the practice of delaying the storage of fruit either for short fieriods or 
for long periods is not recommended in any instance as a measure for the prevention of soggy break-down. 
1 he experiments on delayed storage have been conducted mainly for the purpose of acquiring information 
pertaining to the nature of this disease. Delaying storage of apples may make them more resistant to 
soggy break-down, but it may also make them more susceptible to other diseases, such as apple scald, Jona¬ 
than spot, bitter pit, mealy break-down, or toloss in flavor, mealiness, etc. 
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prestorage treatment at 50° F., and practically immune with still 
longer, similar prestorage treatments. 

Harding’s respiration studies {5) are of particular significance in 
view of the foregoing results. He found that high respiratory activity 
(in the 1928-29 and 1929-30 fruit, table 6) was correlated with high 
susceptibility to soggy break-down. In other words, both the res¬ 
piration rate and the liability to soggy break-down were noticeably 
lowered after approximately 6 weeks of storage at 50° F. 

Results with Golden Delicious 

In experiments w ith Golden Delicious, comparable to those carried 
on with Grimes Golden and Jonathan, the results were similar but 
less conclusive. Data for 3 years of observations are reported in 
table 7. Relatively long delays of 8 to 12 weeks at 50° F. somewhat 
decreased the severity of soggy break-down in the 1931 and 1934 
fruit. After 9 and 10 weeks of delayed treatment in 1931 there w r as 
a distinct lowering of susceptibility, the percentages being 31.5 and 
44.6 respectively, as compared to 57.3 for the 8 w T eeks’ treatment. 
There was a gradual decrease in susceptibility beginning with the 
7 wrecks’ treatment, but the differences were less marked than with 
Grimes Golden. Decreases in susceptibility to severe break-down in 
the 1934 fruit are similar to those in the 1931 fruit. As the tendency 
to severe break-down decreased in the 1934 35 fruit, the tendency to 
slight break-down increased. 

Table 7. —Effect of length of period of delay before storage upon the percentage of 
soggy break-down occurring m (rolden Delicious apples 1 during storage at 81° F. 
in 8 seasons betwieu 1080 and 108 :7 


Jiroak-down m - 



j I )ela> 





- 

. „ 


Lot No. 

1 lit 50° F j 
j before 

| hi nr inR 

j 


1930-31 


193L 32 

! 

1 <134-35 



.Slight 

1 i 

! Severe i 

Total 

Total 

| Slight 

i Severe 

| Total 


| Wttks \ 

Percent 

; Pircent j 

Pirct nt 

Percent 

Percent 

Percent 

Percent 

1 . ... . 

; *«i 

0 0 

» 0 0 1 

0 0 

0 . 0 

7. 2 

! 21.7 

29.0 

2 .. . . 

-! 1 

0 

0 ! 

0 

3.3 

5 0 

I 03 0 

68.6 

3. . ... 

2 

0 

o 

0 

22 . 1 

16. 2 

i 48 5 

64 7 

4 . . .. 

3 

2 5 

o 1 

2.5 

51.0 ! 

1 7 4 

| 77.8 

85.3 

r > _ __ . 

! 4 

7 3 

15 3 j 

22 .fi 

! 07 7 | 

! 6.6 

i 71.5 

78.2 

h . 

5 1 

12 4 

32 8 ! 

45.0 

75 5 

4 2 

! 90 9 

95.2 

7. 

« | 

10 4 

13 9 ' 

24.4 

79. G 

7.4 

84.6 

92.0 

s' .** ’ .. 


13.5 

24 5 | 

38.1 

01 3 

10.9 

! 86.2 

97.0 

9 ... 

- ! i i 

9.0 

37.7 

40.7 

57.3 

6 4 

83.4 

89 7 

10 .. 



.1 


31.5 

44.6 

14.4 
13.1 

72 5 
80.9 
33.3 
44 2 

! 

86.9 
94.0 
80 0 

11 ... 

1 hi ! 


i 


12 .. 

; u 1 




46. 7 
35.6 

t a 

! 12 1 

1 

..1 


'.: 

79 S 

.: i.i.i.■. : 


1 Source of fruit: 1930, Apple < Jro\e. orchards, central Iowa. 1931. Highland fruit farm, western Iowa. 1934. 
Sehurk orchards, southeastern Towa Growing conditions: 1930 and 1931, temperature high, sod moisture 
low, 1934, temperature very high, orchard heavily irrigated. Picking dates* Oct. 6. 1930: Oct. 7, 1931; Sept. 
18. 1934 Fruit examined Mar. 30,1930; Feb, 25, 1931; Feb. 11, 1934 Number of boxes: 1931 and 1934, 1; 
1932.2. 

3 Stored same day picked in 1930 and 1931; 0 days’ delay in 1934. 


The difference betw een Grimes Golden and Golden Delicious in their 
response to long-delayed treatment must be considered in relation to 
varietal characteristics, i. e., date of maturity and length of storage 
season. Grimes Golden, for example, matures relatively early and be¬ 
gins its storage period early, whereas Golden Delicious matures late, at a 
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time when the average growing temperatures arc lower. The con¬ 
ditions to which the two varieties are subject during the maturation 
period are decidedly different, and the fact that their ripening periods 
are not coincident may alone be suflicierit to account for different 
responses in storage. Experiments similar to the foregoing were 
carried out with Golden Delicious in three other seasons, but no 
soggy break-down developed, indicating again that seasonable differ¬ 
ences in the susceptibility of apples must be considered in studying 
this disease. 

Results with Northwestern Greening 

Results with Northwestern Greening for the season 1929-30 are 
given in table 8. The fruit, which was obtained from central Iowa, 
was selected and handled as in former seasons. The data indicate a 
marked lowering in the susceptibility of the apples when storage was 
delayed 2 weeks at 50° F. With longer delay practically no break¬ 
down developed at either 31° or 30° F. The results are similar to 
those for Jonathan, which consistently exhibits resistance with delayed 
treatments longer than 3 and 4 weeks. 

RELATION OF MATURITY OF FRUIT ON DATE OF PICKING TO 
SUSCEPTIBILITY TO SOGGY BREAK-DOWN 

Earlier results published by the writers ( 1ii) indicated that the 
maturity of Jonathan on the date of picking influences its suscepti¬ 
bility to soggy break-down. An interpretation of the earlier results, 
together with those for three other seasons, is summarized in table 9. 
The pickings recorded for each year extended throughout the commer¬ 
cial picking season for Jonathan, so that intermediate dates represent 
fairly closely the optimum picking dates. The term ‘‘highest matu¬ 
rity” indicates the degree of maturity attained on the latest picking 
date; the terms “intermediate” and “lowest maturity” refer to 
maturity attained on intermediate and earliest picking dates. All 
samples were stored at 32° F. 


Table 8 .---Effect of length of period of delay before storage upon the percentage 
of soggy break-down 1 occurring in Northwestern C reciting apples doling storage 
at 31° and 36° F. } 30 


Lot No 


Delay 
a! 50° 

F be- 


Break-down at 


Delax 
at 50° 

F be* 


Break-dow n at 

Apple** 

storage temper¬ 
ature of— 

; 

Lot No 

Apples* 

storage temper¬ 
ature of— 

fore 

storing 


31° F 

30° F 

i 

i 

fore 

storing 

| ~ ; 

i 

31° V ! 30° F. 

1 

1 ' * 

Weeks 

Number 

Percent 

Percent 

! 

Wcr/j-s 

'No m her' 

i 1 

1 Ptrcen1\ PeruiU 

(b o ! 

100 

02 0 

is 7 

(i.. 

5 ' 

00 

0 0 1 0 o 

1 

72 

23 0 

1 4 

7.... 

6 

04 

0 1 0 

2 

138 

3 7 

0 

8 .. 

7 i 

100 

0 ! 0 

3 

00 

1 0 

0 

0. 

8 

88 

0 0 

4 

00 

3 1 

0 




1 


1 Fruit examined January 23. a Stored same day picked, October 8. 

2 Number also indicates size of fruit. 


In Jonathan, the highest degree of maturity as indicated by late 
picking appears not to be correlated with greatest susceptibility; and 
fruit picked at the beginning of the commercial season, or before it had 
become overmature, appears to be more susceptible to soggy break¬ 
down, These results agree in part with those reported by Tiller and 
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Chittenden {20) of New Zealand, who found that overmature Jona¬ 
than apples were less susceptible to “deep scald” than fruit of lesser 
degrees of maturity. 

Table 9 .—Relation of degree of maturity of the fruit to soggy break-down susceptibility 
in Jonathan apples stored at 3&° F. 


Season 

Pickings 
per season 

Degree of maturity associated with lowest 
susceptibility 

Degree of maturity 
associated with 
highest suscepti¬ 
bility 

1919 20. 

Number 

0 

5 

t 

Highest. 

Lowest 
Intermediate 
| Lowest 
Intermediate. 

1 Do. 

1 Lowest. 

J 920-21 -. ... 

Lowest.__ __ __ _ 

1922-23.. 

Highest... 

1923- 24.. 

1924- 25.. 

1920-27.. 

Lowest... .. _ 

Highest. ... . _ 

4 

! Intermediate and highest..... 


The results of varying the picking maturity of Jonathan throughout 
three seasons are given in table 10. In 1923, the highest resistance 
was found in the earliest samples harvested on September 18; the low¬ 
est resistance in fruit of intermediate maturity harvested on September 
24; and progressive increases in resistance were noted in the two suc¬ 
ceeding pickings of fruit. 

The 1924 results were similar in that highest maturity resulted in 
low susceptibility. Because of the slight occurrence of soggy break¬ 
down the data for 1920 give less information, but they do indicate 
greatest susceptibility in one of the most immature samples. 

The value of these results with Jonathan lies mainly in that they 
show that picking maturity seems to affect susceptibility to soggy 
break-down, and that storage behavior maybe directly related to the 
maturity attained on the tree. 

Table 1 0. — Percentage of soggy break-down occurring in apples of several varieties 
harvested at various stages of maturity and stored at 32° F. 


Variety 


Jonathan. 


Wealthy. 


Grimes Golden 


Northwestern Greeniug. 


1 i x>rotijk*uo hu uiiei iimumeu cimay ncrore 

Year ! Vll kln 8 I stormi! o( ~ 

‘ mr j (late !-- - . — — - — —- — 

! ) None j 1 week | 2 weeks J 3 weeks 


i | 

i 

Percent 

Percent 

Percent i 

! Percent 

i 

Sept 18 j 

0 0 i 

4 5 j 



) ] o'j-j j. 

Sept 24 i 

45.5 

1 82. 2 1 

! 



Sept. 29 ! 

34 ft 

uo j 




< >ct 4 ' 

13 5 

12.3 



; j 

Sept. 30 ' 

1U a 

8.0 j 

3 0 

0 0 

- 1924 

Oct. 7 1 

18 a 

3.4 ; 

.3 1 

0 


Oct 14 1 

4 8 1 

2 9 1 

1.7 1 

ft 


Sept 20 ; 

0 

3 4 

0 

0 


Oct. 2 

0 

0 

0 i 

0 


Oct 5 

0 

0 

0 

0 


Oct. 12 

u 

0 

0 

0 


Aug. 27 

0 

8.9 

; 12.0 


f 1923 

Sept. 4 

0 

4.0 

1.0 


I 

Sept. 11 

0 

2.0 

0 


< 

Aug. 28 

0 

0 

1 *° 


j 1924 

Sept. 3 

0 

.0 

4.3 ! 



Sept. 9 

0 

0 

' 10 4 



Sept. 17 

0 

22.8 

; 31 s 



Sept 7 

0 



44.9 


Sept. 11 

0 



05 . 3 

1928 

Sept 14 

0 



61 4 


Sept. 20 

0 

. 


89 0 


ISept. 25 

,4 

_ . 


67.9 


Sept. 12 

0 

4.4 

4.7 


1923 

Sept. 19 

8.0 

3.6 




Sept. 25 | 

19.3 

28.8 

2.0 



Oct. 17 

51.2 
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With Wealthy, the results for the two seasons are conflicting. In 
1923 the most immature fruit was the most susceptible, and in 1924 the 
most mature fruit was the most susceptible. 

With Grimes Golden, the highest susceptibility was found in fruit 
picked on September 20. As judged by the usual methods for deter¬ 
mining maturity, this date was considered the optimum picking time 
of the season. It should also be noted that very immature fruits of 
Grimes Golden, picked as early as September 7, were liiglily susceptible 
With Northwestern Greening, undormaturity was associated with a 
much higher degree of resistance than overmaturity. 

EFFECT OF CONTINUOUS MOVEMENT OF STORAGE-ROOM ATMOS¬ 
PHERE AND OF STORING IN OPEN CONTAINERS ON SOGGY 
BREAK-DOWN 

In 1924 the writers reported studies (13) in which recirculation of 
the storage-room atmosphere gave good control of soggy break-down 
in one season and only partial control in another. The apples used 
were Extra Fancy Jonathan, wrapped and packed in standard boxes. 
Other researches (I, S) pertaining to the application of ventilation as a 
control measure in Jonathan, showed that circulating the storage- 
room atmosphere and using ventilated containers did not give con¬ 
sistent results. The results of further studies on the effect of aerating 
storage rooms and the use of open containers are given in table 11. 
Each lot of fruit consisted of a quantity equal to a standard apple box. 
k The fruit w r as of Extra Fancy grade and was medium in size. The 
type of open basket used is shown in figure 6. 

With one exception all of the eight boxes under air movement, devel¬ 
oped more soggy break-down than the boxes in the unaerated room. 
A comparison of the efficiency of the opon-wire-basket method of 
storing under moving-air conditions with the conventional apple-box 
method in a room with still air showed in six of eight instances more 
break-down in the wire-basket containers. When open and standard 
containers both under aeration were compared, conflicting results 
were obtained. 


Table 11 .—Effect of aerating storage rooms upon the percentage of soggy breah-dovn 
occurring in Jonathan and Grimes Golden apples stored at 30° and 82° F. in tiro 
types of containers , season 1928-24 


Variety and storago temperature (°F.) 


Jonathan, 32_ ... __ 


Grimes Golden* 
30. 

32.. 


i 


1 



i 

j Break-down in storage 

Break¬ 
down m 



j room, air artificially 



circulated 

storage 

Picking 

Delay 

before 

storing 

. 

— 

room, air 
not circu- 

date 

Apples not 
wrapped, 
in open* 
mesh wire 

Apples 
wrapped; 
in standard 
boxes | 

lated, 
apples 
wrapped, 
in standard 



baskets 

boxes 


Dap* 

Percent 

Percent 

Percent 

Sept. 18 

{ 

0.0 
52 0 

0 4 
09.8 

0.0 
03.2 

Sept. 24 

:{ S 

14.0 
58. 7 

14.9 
48 5 

4 1 
35.0 

Sept. 29 

/ 4 

1 7 

24.0 

9.0 

31.3 

2.3 

8.4 

3.0 

,Oet. 4 

{ i 

23.7 
35.3 

10 . 5 
20 0 

.9 

18.8 

Sept. 25 

f 14 

1 21 

10.1 

13.0 

07.8 
00.3 

. 

_do_ 

f 14 

l 21 

J2.2 

73. 5 

, 


2.5 

07.9 







Nov. is, 1937 Factors in Development oj Soggy Break-Down in Apples 755 

Strikingly different results were obtained with Grimes Golden at 
30° and 32° F. In all instances the wrapped fruits in standard boxes 
developed more soggy break-down than those in open-mesh baskets. 
It should be noted, however, that the Grimes Golden in the open 



Fu.vre 0.- Met hod of stoj ing Jonathan apple* in wire baskets in aeration studies. Fruit m these baskets, 
under continuous atmospheric movoment and at the same temperature, became more severely affected 
wall soggy break»down than wrapped lruit in standard boxes m rooms without atmospheric movement. 
Dissimilar results were obtained with Grimes Golden, 

baskets were somewhat shriveled at the end of the experiment, al¬ 
though not sufficiently so to affect their market value. The Jonathan 
fruits wore not noticeably shriveled. The results tend to confirm 
those reported by the writers in an earlier experiment (15), in winch 
storing Grimes Golden in open-wire baskets gave complete eontroi 
of soggy break-down. 
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The comparison of fruits in open and closed containers with and 
without circulating storage-room atmosphere is not comprehensive 
enough for final conclusions. It may reasonably be expected, how¬ 
ever, that the methods of storing and aerating used will not control 
soggy break-down in Jonathan. The results with Grimes Golden give 
more promise, although complete control was not obtained. 

OTHER ETIOLOGIC FACTORS 

Throughout the course of the investigations reported above, certain 
other etiologie factors of soggy break-down have received considera¬ 
tion. These include the effect of (1) fruit color, (2) nitrate fertilizers, 
(3) climatic conditions, and (4) size of fruit. Studies of all of these 
factors are not complete and final conclusions cannot be given. 

Table 12. —Effect of degree of fruit color upon the 'percentage of soggy break-down 
occurring in Jonathan and Northwestern Greening apples 1 during storage at 
different temperatures 



.stored immedi¬ 
ate Jy 


Storage deferred 
2 weeks 


a nni nc Break- . . i Break 

M'Pies d(mn j d( >wr> 


Number], Percent ^Number] P 


134 
13H | 

no • 

13h 
130 1 
113 I 
217 | 
2XK 1 
J5i : 

25S i 

173 

250 


K 2 | 
0 

1 H 
0 
0 
0 

54 3 
ir> o 
M 1 
30 W 
74 5 
30 1 


13S 

150 

113 

MO 

13 S 

no 


icent 
21 7 
10 7 
lf> x 
s 1 
5 l 
3 0 


1 Date of examination, March 1 each year Apples m oiled wraps in single boxes 

2 The term “high color” for Jonathan indicates fruit completely colored or with l(K)-{x*reent color, “low 
color,” fruit 25 to 60 percent colored In the case of Northwestern (Ireening, the yellow fruit was n deep 
golden yellow, the green about an apple-leaf green Both yellow' aud green fruit were selected fiom the 
same trees on the same day. 

Some effects of the degree of color of the fruit on susceptibility are 
given for Jonathan and Northwestern Greening in table 12. The 
results for one season suggest that color may influence susceptibility 
to some extent. Jonathan with 100-percent color in storage at 30° F. 
was less resistant than fruit with only 25- to 50-percent color. In 
Northwestern Greening at all three temperatures, fruit of full yellow 
color was much more susceptible than leaf-green fruit. However, the 
green fruit was not entirely resistant. In other experiments with 
Grimes Golden and Golden Delicious the writers have noted that 
green fruit was often more resistant than well-colored fruit, but not 
invariably so. 

The results of 3 years’ work on the influence of nitrogenous fer¬ 
tilizers on soggy break-down have been published {12), and while 
further studies have been made, the results merely confirm those 
already reported. In the earlier work {12) it was found that in wet 
years nitrate fertilizer seemed to increase susceptibility considerably 
in both Grimes Golden and Jonathan, but not in the 2 subsequent 
dry years (1930 and 1931). Similar experiments during 1932 and 1933 
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in four different orchards, with Grimes Golden, Jonathan, and Golden 
Delicious, have shown no further consistent increase in susceptibility 
of these varieties when the trees were fertilized with nitrate of soda. 
However, the continuous abnormal growing conditions from 1930 to 
1933 resulting from high temperatures and drought, should be con¬ 
sidered in interpreting the results, for under such conditions apples 
become more resistant. Drought conditions made it necessary to 
discontinue the study in 1934. In view of these facts, the writers do 
not consider the question of the relationship of nitrogenous fertilizers 
to the liability of apples to soggy break-down adequately answered. 

In most of the varieties that are susceptible to soggy break-down it 
has been observed that the size of the fruit is of little consequence. 
In the majority of the tests the apples were sorted according to size 
before they were packed, so that the size factor has been definitely 
under observation throughout. The results to date indicate that 
small apples are fully as liable to soggy break-down as large ones. 
The one exception thus far noted is Northwestern Greening. The 
results of experiments with two size classes of this variety are recorded 
in table 13. The size class 64 to 104 proved to be much more sus¬ 
ceptible than class 113 to 150. The differences noted between large 
and small fruit can probably be explained on the basis of maturity, 
since large Northwestern Greenings are generally considered to be 
more advanced in maturity on the tree than small Greenings. The 
range in size in this variety averages wider than most varieties. Large 
Northwestern Greenings, then, appear to be more susceptible to 
soggy break-down than small. 


Table 13 Effect of fruit st :e upon the percentage of soggy break-down occurring in 
Xorthwestern drtening apples 1 during storage at different temperatures , season 
Uh >8 JO 




l >ela\ at 
50° F bo- 
, fore Mol¬ 

Bieak-down m large fruit (sires 

Break-down m small fruit <M7es 

Lot No. 



64 to 11)1) * 

_ 

_ 

113 to 150> s 




ing 

i 30° F 

! 

' 32° F ; 34° F ; 

30° F , 

30° F. 

! 32° F. | 34° F , 

36° F. 



Days 

Percent' Percent Percent, Percent Percent Percent' Percent 

Percent 

1 _ _ 


0 

l 62 8 

57 3 18 5 

6 3 

46 3 

28.8 , 10 4 

8 7 

2 


7 

' 15 9 

12 8 1 12.5 i 

2.0 , 

5 1 i 

1 8 9 1 0 

0 

.i / 


14 

21 6 

10 5 8 

1 9 

4 9 ] 

2 4 ( 8 ; 

0 

i 


21 

A 8 ; 

7 , 2 9 

5 3 

2 4 ! 

2 4 1 0 ; 

8 


_ 

_ 





i 



1 Date picked, Oct 20; date of examination, Mar 22. 

* Various ueaUncnts resulted m no break-down in common storage. 


THE PERIOD OF DEVELOPMENT OF SOGGY BREAK-DOWN 

The development period of soggy break-down in Grimes Golden 
was reported in an earlier publication (15) to extend approximately 
from December 12 to February 15. The disease developed rapidly 
between January 11 and February 15, but there was no subsequent 
development up to May 12. 

The method of storing Jonathans in open wire baskets, described 
above, afforded an opportunity to note the periodic development of 
soggy break-down in this variety. The fruit in the open wire bas¬ 
kets used in the aeration experiment (table 11) was carefully inspected 
at weeklv intervals in the storage room to determine the initial appear¬ 
ance and the severity of the disease in all lots under treatment. The 
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data obtained (table 14) show that the dates of first appearance of 
the disease in the different baskets ranged from November 20 to 
January 3. It is evident, therefore, that soggy break-down may 
appear as early as 2 months after storage. Early appearance of the 
disease and high susceptibility seem to be associated. 


Table 14. —Date of initial appearance and maximum percentage of soggy break¬ 
down attained in Jonathan apples in open wire containers when stored immediately 
and after 1 week's delay, at 82° F., season 1988-84 




Break-down under im- i 

Break-down when stor- 


> 

mediate storage 

age was delayed 1 week 

Lot number 

Picking 

-- 

-- 

-- 

— 


date 

Initial 


Initial 




appear* 

Maximum 

! appear- 

Maximum 



a nee 


auce 





Percent 


Percent 

1 ... 

Sept. 18 

None 

0 

Nov. 20 

52. 6 

2 . 

Sept 24 

Dec. 3 

14 0 

_do_ 

58 7 

3.. .. - 

Sept 29 

...do,- , 

24.0 

Jan. 3 

9 0 

4..... 

Oct. 4 

Dec 18 

23 7 

Dec. 3 

35 3 


Other studies with Jonathan have indicated that the period of 
development terminates toward the end of the commercial storage 
period. For example, published data (IS) show that very little break¬ 
down developed between February 17 and April 1 in 1920, or between 
January 28 and March 28 in 1921. Other observations (table 13) 
show no development after January 20 in 1924, and still others show 
practically none after February 1. The period of development of 
the disease in Jonathan terminates rather abruptly, as it does in 
Grimes Golden. Although less is known of the period of develop¬ 
ment in other varieties, there are indications that it is similar to that 
of Grimes and Jonathan. 

Further evidence that- soggy break-down Inis a definite period of 
evolution in Jonathan was obtained by observing the increase in 
area of diseased tissue in marked specimens. On November 15, when 
break-down was first noted, 100 Jonathan apples were removed from 
storage, the affected portions were outlined with a sharp-pointed, 
moistened indelible pencil and the fruit was then returned to stor¬ 
age. The method of outlining the diseased areas and the progressive 
development from November 15 to December 3 are shown on two 
typical specimens in figure 7. In no case did the diseased areas expand 
after January 1. 


Table 15.— Extent of soggy break-down in Jonathan apples, stored at 88° F. after 
different periods of delay; examined on Jan . 86 and Mar. 12, 1924 


Picking 

date 

Apples 

Delay 

before 

Break-down | 
on— ] 

_ 1 

storing 

Jan. 26 

Mar. 12 

Sept. 30 

}0ct. 7 

Number 
[ 688 

J 652 

1 «63 

| 651 

/ <139 

l 651 

Days 

1 

7 j 
14 
21 

1 

7 

Percent 
10 2 

8 6 

3 0 

0 

18.3 

3 4 

Percent 

0 

0 

0 

0 

0 

0 


u 

Picking 

date 

Apples 

Delay 

before 

Break-down 
j on— 

storing 

Jan. 26 

Mar. 12 

7. 

}0et. 7 
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On January 14 of the same season 500 diseased Jonathan apples 
were marked and immediately returned to cold storage. An exam¬ 
ination on February 15 revealed no further increase in the marked 
areas. It is recognized that the conditions to which the marked 
apples were subjected were not the same as those of other fruit kept 
continuously in storage containers. However, the results indicate 
that the advance of soggy break-down may be easily checked and 
that this disease has a rather definite period of development. In the 
latter respect it differs from apple scald, Jonathan spot, and mealy 
break-down, which continue to develop before and after the fruit is 
removed from storage. This information is of interest to commercial 




Fuji re 7 - Jonathan apples marked to show development of sogtry break-down. Affected areas did not 
increase m size from Oeeernber 3 to April 3 Apples were put back into cold storage immediately after 
marking Typical external appearance of soggy breuk-dow n of Jonathan. (See fig. 1 for internal appear¬ 
ance of soggy break-dow n ) 


storage operators and growers who may naturally suppose that most 
storage 1 diseases of apples increase progressively in severity as the 
storage period is prolonged. 


DISCUSSION 

The observations recorded on the effects of picking maturity and 
delayed storage suggest that soggy break-down in apples may be 
associated with the stage of metabolism attained by the fruit at the 
time it is stored. Further evidence of this is brought out in the 
respiration studies of Harding (4, o) on large samples of Grimes 
Golden, and the storage studies carried out concurrently on similar 
fruit by Plagge (11). Harding found that respiratory activity in 
Grimes Golden accelerated rapidly at 50° F. during the first few weeks 
after picking. If actively respiring fruits of Grimes Golden were 
stored at 30°F., they subsequently became highly susceptible to soggy 
break-down; but if the fruits were stored before a high respiratory 
level was attained, or after it had subsided, they were resistant to the 
disease. When the fruit was stored at 36°F., regardless of its respira¬ 
tory activity, it was resistant. 

Other evidence that the stage of metabolic activity is important is 
shown by the results of many storage experiments with Jonathan and 
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Grimes Golden. In earlier experiments (IS) with Jonathan, the 
writers observed that apples which had become severely affected with 
Jonathan spot were only slightly susceptible to soggy break-down. 
More recent studies confirm these observations. Jonathan fruits 
delayed 2 to 3 weeks before storing develop much spot and little or 
no soggy break-down, while those stored more promptly develop little 
Jonathan spot but more break-down. Jonathan apples susceptible to 
spot have already attained a high metabolic rate when stored, since 
this disease is closely allied to senility. Fruit that is susceptible to 
soggy break-down, therefore, is probably not so far advanced in its 
respiratory cycle when stored as that which is susceptible to Jonathan 
spot. 

Similarly, a study of the tendency of Grimes Golden to apple scald 
and soggy break-down yields evidence that the stage of metabolism 
on the date of storage is indicative of its susceptibility to soggy break¬ 
down. In studies (4, 11) in which respiratory activity in Grimes 
Golden was shown to bo closely correlated with break-down suscepti¬ 
bility, break-down fruit was not affected with apple scald, or vice 
versa. This was observed a number of times with Grimes Golden 
and other varieties, and recently Brooks and Harley (2) have called 
attention to a similar result, with Grimes Golden. 

The results with Winter Banana further indicate that delayed stor¬ 
age may give different results in different seasons, and that no rule can 
be formulated as to the extent of delayed treatment that will result in 
maximum susceptibility. 

The results of the storage-temperature studies over a period of 
years emphasize the need for raising slightly the apple storage tem¬ 
peratures used in commerce. Experiments year after year have shown 
that susceptible varieties store satisfactorily at 36° F., and that 
similar fruit may be severely affected with soggy break-down when 
the temperature is lower. Some may prefer to emphasize prompt 
storage rather than change the temperature, but such a practice is 
not always possible, and it will not serve as a satisfactory remedy in 
all cases, or even consistently in a few. The alternative is to store 
apples at 35° to 36° F. instead of at the conventional 31° to 32° range. 
Other reasons for making this change in the storage temperature were 
presented in an earlier publication (17). 

Results of aeration studies with Jonathan, in which the storage- 
room atmosphere was kept continuously in motion around wrapped 
fruit in closed boxes, as well as around unwrapped fruit in mesh-wire 
baskets, offer little hope that circulating the storage-room atmosphere 
would be of value in the control of soggy break-down. Although 
some beneficial results from aeration methods have been recorded, it 
is believed that these may have followed from the more rapid rates of 
cooling in open containers and aerated storage rooms, with the net 
result of a changed metabolism, or from the resulting more even tem¬ 
perature control rather than from the removal of products of respira¬ 
tion. Whitehouse (21) pointed out that 160 hours (6K days) was 
required to cool the center of a box of wrapped apples to 34° from 70° 
when the room temperature was 32° F., and that unwrapped fruit in 
boxes cooled more rapidly than wrapped. Moreover, a difference in 
time of only 3 days in the rate of cooling may markedly change the 
break-down susceptibility, especially when apples are in a high 
metabolic state. 
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The removal of certain harmful products of respiration deserves 
some consideration, particularly in the light of recent studies by Kidd 
and West (7), who point out that a toxic substance (probably ethylene) 
from ripe applies accelerates respiratory activity. But in the experi¬ 
ments described above Jonathan fruits sometimes developed more 
break-down in open containers than in closed boxes, and more in closed 
boxes under moving air than in still air. In these experiments, recircu¬ 
lating the storage-room air would probably not remove from the 
apples small traces of certain gases such as ethylene. 

SUMMARY 

Experiments carried on over a period of years on the effects of various 
causal factors of soggy break-down in apples, including picking ma¬ 
turity, storage temperature, short and long prestorage delays, and 
aeration are reported. 

The maturity of the fruit on the picking date was shown to affect 
its tendency to break-down, but not always in the same direction for 
different varieties. 

Storing promptly after picking frequently caused Jonathan, and 
usually Northwestern Greening, to be more susceptible to soggy 
break-down, while similar treatment of Grimes Golden, Wealthy, and 
Golden Delicious usually caused these varieties to be more resistant. 
Three seasons’ work with Winter Banana showed a response similar to 
that of Jonathan. 

With protracted delay before storing, i. e., from approximately 5 to 
10 weeks at 50° F., Jonathan, Grimes Golden, Winter Banana, and 
Northwestern Greening exhibited marked resistance to soggy break¬ 
down. With similar treatment Golden Delicious developed more 
soggy break-down than the varieties just named, though it, too, 
tended to be resistant. 

Results with picking-maturity and prestorage-delay experiments 
suggest that susceptibility to soggy break-down is associated with the 
stage of respiratory activity attained by the fruit at the time it is 
placed in storage. 

Continuous movement of the storage-room atmosphere either over 
packed boxes of wrapped fruit or over fully exposed unwrapped fruit 
was unsatisfactory as a control measure for soggy break-down. 

Studies on the periodic development of soggy break-down indicated 
initial and linal dates of occurrence and a rather definite period of 
development. 

Jonathan with 100-percent color in storage at 30° F. was more sus¬ 
ceptible to soggy break-down than fruit of similar maturity having 
25- to 50-percent color. Northwestern Greening of a full yellow color 
was more susceptible than distinctly green-colored fruit. 

Of the varieties studied, Northwestern Greening was the only one in 
which large fruits were found to be more susceptible to soggy break¬ 
down than small fruits. 

Apple varieties from the same orchards in different years, and from 
different orchards in the same year, exhibit marked differences in 
susceptibility to soggy break-down. 

Investigations carried on for a number of years indicate that the 
most satisfactory method of controlling soggy break-down in all 
susceptible varieties under all the conditions tested, is to store apples 
at 30° F. rather than at lower temperatures. 

:*48o;v-~37-4 
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SOME PROPERTIES OF POTATO RUGOSE MOSAIC AND 
ITS COMPONENTS 1 

By Donald Folsom, plant pathologist, and Reiner Bonde, associate plant 
pathologist , Maine Agricultural Experiment Station 

INTRODUCTION 

Rugose mosaic was described by Schultz and Folsom {20, 21 j) as 
one of several mosaic diseases of the potato {Solarium tuberosum L.) 
at a time when the idea that one host might have more than one virus 
disease of the mosaic type was somewhat new. Since then plants 
affected with the rugose mosaic disease have been shown to contain at 
least two viruses, one of which may be called the pure rugose mosaic 



Fic.ruE 1 -Connecticut Hrmwllcnf tobacco plant showing, m leaf a, faint \em clearing resulting from infee- 
f ion bj pure rugose mosaic 

virus (fig. 1). The other, which has been designated the latent virus, 
is present in practically all American potatoes, as can be shown by 
inoculating plants of certain other species of Solanaccae. (See figs. 
2 to 4 and also 3, p. 8; 9, fig. 5, B; 11, jigs. 2, A and 3; 22, jigs. 4 and 44; 
17, jig. 9). Vein banding, first described by E. M. Johnson {8, pp. 
299-300 and pi. X,jig. 1) on Burley tobacco {Nicotiana tabacum L.), 
and later given as a symptom of rugose mosaic on Turkish tobacco 

1 Received for publication April 22,1937; issued December 1937. 
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(23, ph . 2 , 3), is not a symptom of pure rugose mosaic on Connecticut 
Broadleaf tobacco or Green Mountain potato. By some recent writers 
the pure rugose mosaic component of rugose mosaic is referred to as 
the “vein-banding virosis,” sometimes being designated as “vein¬ 
banding virus” and sometimes as “vein banding.” Rugose mosaic is 
said to be common and destructive in commercial potatoes in some 
regions (13, p. 5), and has been found by the writers attacking many 
new seedling varieties in breeding plots. 

Property studies were begun by the writers with the twofold purpose 
of increasing the information 011 viroses, and developing simple physi- 



Fkiurk 2,-~ A, Connecticut Broadleaf tobacco leaf from plant inoculated when >ouiik with juice from appar¬ 
ently healthy Green Mountain potato plants, /i, uninoculated, healthy check. Photographed March 
23, 1920. 

cal and chemical tests for diagnosing potato viroses in local or imported 
lots of seed tubers. Several thousand plants in some hundreds of 
series were inoculated. 

Although these property studies are concerned primarily with 
rugose mosaic and its components, comparisons were made between 
rugose mosaic and several other more or less similar virus diseases, 
such as tobacco spot necrosis, potato streak, and potato mild mosaic. 

In potato plants of the Green Mountain variety in the normal 
Maine summer, the rugose mosaic disease is characterized by some¬ 
what difluse mottling, distinct dwarfing, rugosity premature death of 
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the plant, considerable reduction in yield of tubers, ease of infection 
by artificial methods, and slowness of natural translocation of the 
virus through infected plants and tubers* 

A sequence of symptoms of rugose mosaic, typical of certain condi¬ 
tions, should be men tinned. Leaf-mu tilation inoculation of young potato 
plants often produces, 
as the first symptoms in 
Green Mountain pota¬ 
toes, in Maine, more 
necrosis than mottling. 

Streaking of veins and 
petioles and collapse*, 
and dropping of leaves 
occur at some distance 
above the inoculated 
leaves. T h e lower 
leaves, that is, the 
leaves below t hose tha t 
are subject to streak¬ 
ing and other forms 
of necrosis, show no 
sympt oms, though 
their extract produces 
infection ; the upper or 
youngest leaves merely 
develop mottling (.9, 
fig. /, D\ 11, Jig. 1, B\ 

2(K pi 4 > C). Smith 
{22 y pp. 211 SI 4, and 

fig. />()), describes sim¬ 
ilar effects produced by 
virus Y. Apparently 
the rugose mosaic 
virus, upon becoming 
gen erally d is t ri b u ted 
through the plant, af¬ 
fects the loaves differ¬ 
ently according to 
their age. Occasion¬ 
ally similar effects re¬ 
sult from the delayed 
diffusion of the virus 
from the seed pieces of 
a tuber unit into grow¬ 
ing plants {21 ,pl. <V, C), 
and hills and branches 
often display such cf- 
fectsas first symptoms. 

A similar sequence of symptoms may occur in Connecticut Broad- 
leaf tobacco. Vein clearing and necrosis (fig. 5) occur, as in the potato, 
as initial symptoms, in leaves above those inoculated. They some¬ 
times occur in the lower or proximal end of one leaf, in the middle of 
the next higher leaf, and in the upper or distal end of the following leaf. 



t m i Kb 3 - Connecticut Tlroudleaf tobacco leaf from plant inoculated 
when >oun*r with juice from apparently healthy Oreen Mountain 
potato plants. For different effects of the same inoculation, on a 
wither plant, see figure 2.1. and for healthy check see fig. 2 B. 
Photographed March 23, 1920. 
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(See also the following: 9, fig. 6, B; 11, Jig. B; 22, fig. 3; 23, pL 3 .) 
Inasmuch as the first part of a tobacco leaf to become full-formed is the 
distal, and the last part the proximal, leaf tissues which display 

the initial vein-clearing 
symptom are probably 
in approximately the 
same stage of develop¬ 
ment. Older tissues 
show no symptoms 
and younger tissues 
are merely mottled, 
or even apparently 
healthy, especially as 
the plant grows older. 

Such a sequence in 
Connecticut Broadleaf 
tobacco infected with 
pure rugose mosaic 
(free of the latent mo¬ 
saic) , i s 1 ess conspic u ous 
because there is less 
vein clearing and no 
necrosis (fig. 1). 

It is not known 
whether the difference 
in severity of symp¬ 
toms in leaves and 
parts of leaves of dif¬ 
ferent ages in these 
tests was due to a dif¬ 
ference in the amount 
of virus that developed 
or to a difference in 
reaction to similar 
amounts of virus. Ac¬ 
quired immunity could 
hardly be the explana¬ 
tion, though it might 
account for the absence* 
of severe symptoms 
upon reinoculation of 
rugose mosaic potato 
plants that are dis¬ 
eased through virus 
perpetuation by the 
tubers. Price (19) has 
presented evidence of 
acquired immunity in 
tobacco propagated 
vegeta tively after infection by a tobacco ring spot virus which was 
then found to be present in smaller amounts than in the leaves that had 
been inoculated artificially and showed the severest symptoms. 
However, in the case of rugose mosaic it is not the inoculated leaves 



Kiguhk 4, —Connecticut Broad leaf tobacco leaf of plant infected ith 
latent mosaic from apparently healthy Green Mountain potatoes. 
Note the increasing seventy of the symptoms, from the distal and 
oldest end of the leaf, to the proximal end. 
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that show the severest symptoms, but rather some of those infected 
through systemic spread of the virus. 

Potato extract often had an immediate and direct toxic effect upon 
tobacco leaves. This effect was more pronounced when rugose mosaic 



Fwtjkk f> —Connecticut Hroadleaf tobacco plant showing vein clearing ami rugosit.s in l hroe > oungei leaves 
and collapse in one leaf, resulting from infection by rugose mosaic, a composite of pure rugose mosaic and 
latent mosaic. 

was present in the potato plant that supplied the inoculum, but it 
could not be used as an indicator of rugose mosaic, infection. It 
consisted of puckering, chlorosis or bleaching, and collapse and drying 
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of tlie interveinal tissue, all limited to the vicinity of the place of 
inoculation. It was prevented by filtration through a Berkefeld N 
candle even when the filtered extract caused rugose mosaic infection. 

SOURCE OF INOCULUM AND CHOICE OF HOSTS 

The usual source of inoculum was stock of the Green Mountain 
potato that had been perpetuated in tuber-unit disease-maintenance 
seed plots from the time that it was selected as typical of rugose 
mosaic potatoes. Tobacco plants, after infection by artificial inocu¬ 
lation, were used to some extent as a source of inoculum. 

Inoculated plants wore usually of the Green Mountain variety of 
potato, the Connecticut Broadleaf variety of tobacco, or jimsonwoed 
{Datura stramonium L.). Tobacco was more susceptible to rugose 
mosaic than potato. Jimsonwoed was not infected by the pure rugose 
mosaic component, but was ideal for testing properties of the latent 
mosaic component (17, figs, 4~6). 

Less satisfactory preliminary results were obtained with plants of 
the Bonny Best variety of tomato (Lycopersicon esculentum Mill.), 
nightshade or wonderberry (Solarium nigrum L.), husk-tomato or 
groundcherrv (.Physalis pubescens L.), and apple-of-Peru (A Jicandra 
physalodes (L.) Pers.). 

Tomato, when infected with rugose mosaic as proved by inoculation 
back to potato, showed symptoms similar to those produced by the 
latent mosaic. Nightshade was mottled by the latent mosaic and, 
when rugose mosaic was present, showed more conspicuous mottling 
in addition to wrinkling and leaf dropping. Husk-toiuato, when 
infected with rugose mosaic, was more wrinkled and rugose than when 
infected with the latent mosaic alone. Apple-of-Peru was dwarfed 
and blotched by the latent mosaic, and in addition was dwarfed, mot¬ 
tled, chlorotic, and wrinkled when infected with rugose mosaic. 
Plants of bean (Phaseolus vulgaris L.) were immune to both rugose 
and latent mosaic, or at least did not become infected when inoculated 
by the leaf-mutilation method. 

METHODS OF INOCULATION 

The leaf-mutilation method was most satisfactory for inoculating 
potato plants. The young leaves of plants about 10 cm high were 
rolled between the palms of the hands until they were considerably 
bruised, and they were then painted with the inoculum, in the form 
of expressed juice, by means of a cotton swab held in flamed tweezers. 
Sometimes the juice was applied with the fingers and sometimes it 
was poured onto the bruised leaves. 

For inoculating tobacco and jimsonwoed, the simplest method was 
satisfactory and consisted of using two new wooden pot stakes from 
those to be used in marking the plants of the series. One stake was 
used to support the leaf and the other to paint the inoculum upon 
the leaf surfaces (dorsal and ventral) and to bruise the leaf somewhat. 
Normally the three largest leaves were inoculated when the plant 
had six leaves a centimeter or more in length. 

If inoculum was scarce, instead of the stake-painting method a 
diseased leaf was used, either as picked or after having been pulped 
in a mortar. The inoculum was held in flamed tweezers and the 
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inoculated leaf was supported with a flamed knife. A slice of tuber, 
used in this way, was not so effective as leaf tissue. 

Other methods tried and found less satisfactory were painting with 
a soft brush, pricking with a needle, and cutting, pruning, or stabbing 
with a knife, each in addition to applying the inoculum. After a 
finger-painting method had been used, washing the fingers with soap 
did not make them noninfectious to jimsonweed, although it did to 
tobacco and husk-tomato. This confirms the conclusion of Fernow 
(5) as to the unreliability of soap and water as a virus disinfectant. 
Inoculation of stems and roots was less effective than inoculation 
of leaves. 

In the greenhouse, where some potato plants and all plants of other 
species were inoculated, the temperature usually was held at 18° 
to 24° C. by thermostatic control. 

When potato plants were inoculated, there was usually a control 
series that contained plants representing the respective tuber units 
to which the inoculated plants belonged. However, this proved to 
be an unnecessary precaution. Sometimes the tubers of inoculated 
plants were saved and planted and the second generation of plants 
observed, but when young plants were inoculated with rugose mosaic 
this was found to be unnecessary. 

The control series developed very little uncontrolled or chance 
transmission, either in greenhouse or field. 

INFECT1VITY OF THE VIRUS 

INOCULUM FROM DIFFERENT ORGANS 

Confirmation was attempted of a previous result obtained in testing 
different parts of the potato plant, namely, that the infectiousness 
of the rugose mosaic virus seemed to be correlated with the amount 
of chlorophyll present (21 , p . 507). In one new experiment, extract 
from leaflets or from petioles and stems was completely effective on 
potato, while extract from colorless sprouts or seed tubers infected 
only one-sixth of the plants inoculated. In a second experiment, 
extract from the foliage was completely effective on potato, extract 
from colorless sprouts or seed tubers infected five-twelfths of the 
inoculated plants, and extract, from roots infected only one-sixth. 
When seed tubers were greened by exposure to light, the amount of 
greening was not correlated with variations in infectiousness of the 
extract. However, clarifying extract from foliage by appropriate 
filtration sometimes reduced infcctiousncss. 

McKinney ( 15 , p. 35) found the concentration of virus in mosaic 
tobacco to be much greater in leaf extract than in stem extract. 
In potatoes affected by spot necrosis, which is about the same as 
rugose mosaic, Valloau and E. M. Johnson (23, p. 484) found colorless 
sprouts noninfectious while the green leaves were highly infectious. 
Matz (16) reports lower rates of infectiousness bv sugarcane mosaic 
from extract of white tissues than green tissues of the same shoots. 

AGE OF PLANT SUPPLYING THE INOCULUM 

Inoculum was secured July 21 to 31, about midway between planting 
and harvesting, from rugose mosaic potato plants grown in the field. 
Such inoculum was more infective than inoculum secured previously 
or subsequently. Further, inoculum from young plants infected all 
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inoculated plants, and symptoms appeared in 14 to 20 days. With 
inoculum from leaves midway along the stem of old plants 4 feet 
long and dying, 80 percent of the inoculated plants were infected and 
symptoms first appeared in 31 days. Inoculum from dry leaves of a 
plant, dying 2 days previously from old age produced no infection. 

In several comparisons, the age of tobacco plants with rugose 
mosaic had very slight if any effect upon the infectiousness of their 
extract when it was diluted with enough distilled water to reduce 
the proportion of extract to 10, 1, and 0.1 percent of the inoculum. 

Diseased tobacco leaves dried for 8 months were not infectious. 

AGING OF INOCULUM IN VITRO 

Usually extract, to be used as inoculum, was obtained by grinding 
the plants through a food chopper, collecting the pulp in gauze, and 
squeezing out the sap by hand into a glass or porcelain container. 
The extract was then stirred well and divided into equal portions, 
and these were allowed to stand, or “aged,” in vitro until used for 
inoculation. The important results of several illustrative comparisons 
are given in table 1. 

Apparently aging in vitro often increased the infectiousness of 
rugose mosaic inoculum up to 4, 6, or 8 hours of aging, depending 
upon the series, while further aging decreased infectivity until it was 
lost. This loss in infectiousness required more aging at 5° t\ than 
at 17° to 30°. At 30° the loss developed earlier with potato than 
with tobacco as the inoculated plant, occurring respectively before 
5 days and after 10 days. At about 23° for potato, infectiveness w as 
lost in 3 days by one inoculum, in 4 days by another, and in 5 days by 
others, while being retained by one for at least 7 days. At 15° for 
tobacco, infectiveness was lost in 7 days. 

Increase in infectiousness of extract after a certain amount of aging 
in vitro has been reported for tobacco mosaic by Elmer (4), Olitsky 
and Forsbeck (IS), and McKinney (14, />. #), and for curly top by 
Bennett (1, table 15, second, ninth, and last sources). 

Mosaic virus of the latent type sometimes resisted aging slightly 
better than that of rugose mosaic, and aging w T as not an effective means 
of freeing pure rugose mosaic from latent. 


Table 1. —Effect of aging, at normal and at low temperatures (° C.), upon the in - 
feclivity of rugose and latent mosaic extracts from potato and tobacco 


Series» 


Virus 

Source of in- 

Plants inoeu- 

Aging of in- 

oeulum 

lated 

oeulum 

Rugose mosaic,. _ 



(Noue. 

4 hours. 

Potato_ 

Potato. 

{8 hours. 

24 hours. 

130 hours. 

None. 

! hours * 

.do. 

— .do. 

.do. 

■ 8 hours 2 ... 

24 hours 3 .. 
30 hours 

[None_ 

8 hours .... 

.do. 


-do . 

{24 hours.} 

2 days.} 

U days.I 


Results 


All hills infected, most com¬ 
pletely and severely with 4 
• hours’ aging. Symptontsap- 
iwaring later with 24-30 
hours’ aging. 

All hills Infected, most com¬ 
pletely and severely with 8 
, hours' aging. Delay of ap- 
fiearance of symptoms, with 
24-30 hours’ aging, greater 
than in series 1. 

All hills infected. 

Increased infection. 

Decreased infection progres¬ 
sively. 


1 Series J-5 and 8 were In the field, and the rest in the greenhouse, at about 23° C. 
* fa sunlight for at least 8 hours, for comparison with series 1, kept in the dark. 
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Table 1 . —Effect of aging , at normal and at low temperatures (° C.), upon the in - 
fectivity of rugose and latent mosaic extracts from potato and tobacco —Contd. 


Series 


10 do 


U I Latent mosaic... 


do 


Tobacco 


1 12 i Hugest 1 mosaic.. 


_. ..do 


Tobacco 


Virus 

Source of in- 

Plants inocu- 

oculum 

lated 

goes mosaic.... 

Potato. 

Potato. 

do__ 

...do_ .. 

_do ... _ 

: 

.do_ J 

1 

.do . 

... do .... 1 

.do - . 

_do __ , 

Tobacco__ 

do. 

.... do .. . 

1 

i 

1 Potato_ J 

| ! 

do . 

1 . do . 

i i 

1 . do. J 


Aging of in¬ 
oculum 


2 days_ 

3 days... 

4 days... 

5 days... 
8 5 days. 
11 days.. 


hour_ 

2 hours... 

4 hours... 

6 hours .. 

8 hours.. 

3 days.. . 

5 days- 

7 days_ 

8 days. 

11 days. 

17 days. 

;js days.. 

days . 


Results 


|No difference, all hills infected. 
Decreased infection 

No infection. 


All hills infected. 


Most infection at 4 and 6 hours. 


1 Infection with aging at 5° 
f but not at 17°, 23°, and 20° 

I Vo infection with aging at any 
temperature. 


Infection with aging at 5° hut 
not at 30°. 

No infection 

Infection decreased with aging 
at 30° as compared with 5°. 


I 

i i 

! J 

do ... .1 Jinisomveed_j 


Infection increased up to 4-6 
hours, decreased m 8 hours, 
lost at .'days. 

Infection with aging at *-6° 
r Vo infection with aging at 20°. 


5 days.. . 

7 days . „. 
todays. .. 

None... 

2 hours .. 

4 hours ... 

6 hours . . 

8 hours ... 

.5 days 
17 days ... 

[5 days ... 

7 days. 

10 days .. 

8 days.t N> iK*reent infected with aging 

at —18° in frozen shoot. 

17 days_ No infection with aging at 5° 

but all infected with aging 
at -7°. 

20 days.. . 23 percent infected with aging 

at —7° in frozen shoot 

,36 days. No infection with agmg at —7° 

I m frozen shoot. 

17 <]pyn.| All infected with aging at 

, m frozen shoot. 

None_ 

1 hour. 

21 umrs. 

3 hours. ... 

t hours_ 

*5 hours. 

6 hours_ 

7 hours ... 


All infected, most with symp¬ 
toms in 13 days. 


All infected, minority with 
symptoms in 13 days. 

AH infected, none with symp¬ 
toms until after 13 days. 


8 hours .... 

1 day. 

2 days. 

3 days. 

4 days .... 

5 days .... 

0 days. 

7 days. 

Sd»^::::::::| Nonoinferted - 

.10 days. J 

i 


M ajorit y infected. 
Minority infected 


1 Agmg at about 15° C. 


Aging in potato extract in vitro usually inactivated rugose mosaic 
inoculum within a few days, according to Janies Johnson (.9, table 11) 
and James Johnson and Grant (J0, table 7), both authorities finding the 
latent type persisting somewhat longer. Similar results are reported 
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by Koch (11, table 8 ): 3 Van der Meer (17, table 4) reported persistence 
of the latent mosaic for less than 6 days in one test, and for nearly 
3 weeks in others. 

TEMPERATURE 

A common method of determining the so-called thermal death point 
of a virus is to immerse a tubeful of inoculum for a certain length of 
time in water maintained at a constant temperature. This requires 
frequent readjustment of the water bath, or the use of several baths, 
if a comparison is to be made of the effects of different temperatures 
on parts of the same inoculum. The writers heated a water bath 
gradually, removing and cooling the sublots of inoculum as the rising 
temperature, registered by a thermometer in the inoculum, reached 
various points. Many such comparisons were made but need not 
be given here. The results of several typical comparisons are shown 
in table 2. 


Table 2.— Effect of high temperature,* on injectivity of rugose mosaic inoculum from 

potato 


Series 


Plants inoculated Temperature regulation. ° <\ 


Results 


* 1 Potato .. 


2 Tobacco,. 


3 Potato- , 


4 Tobacco . 


5 I .. do. 


Raised about 10 ft even S nun^ 
utes to. 


Raised about 30° e\er> 4 min-) 
utes to. | 


Raised to 


Raised to .. , 


Raised to. 


AO 

00 

70 

Ml 

[f>0 

55 

Ml 

05 

70 


Complete infection. 
Little infection. 

No infection. 
l)o. 

Complete infection. 
Do. 

Do. 

No infection. 

Do. 


7r> 

SO 

H5 

loo 

[15 

50 


1)0 

Do 

Do. 

Do. 

Complete infection 
Do 
Do 


oo I No infection 


Do. 

Do 

All latent mosaic 
Do. 


HO 

05 

40 

45 

50 

55 

00 

05 

70 


HO jKsreent latent mo¬ 
saic 

No infection. 

Complete infection. 
Do. 

Do. 

83 percent infected 
Only latent mosaic 
Do 
Do 


1 Series 1 was m the field; the rest were in the greenhouse 


Rugose mosaic virus usually was inactivated by raising the tempera¬ 
ture to 60° or 65° C., or by holding the temperature for 10 to 15 min¬ 
utes at 55°. Even with conditions apparently the same from series 
to series, the results were not alike. A higher temperature was re¬ 
quired for tobacco extract used on tobacco than for transfers from 
potato to potato, potato to tobacco, or tobacco to potato. Exposures 
to temperatures just below those able to inactivate increased the time 
required for the first symptoms to appear and decreased the percentage 

* He refers to vein banding, ring spot, and mottle; in a later publication be and Johnson state that “For all 
practical purposes, potato ‘rugose mosaic' is due to the vein-banding virus" (It, p. it), though actually 
including mottle or ring spot in addition (p. 41). 
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of plants infected; no change in the nature of the symptoms was ob¬ 
served. The results with pure rugose mosaic were much the same a? 
with rugose. The latent mosaic present in rugose mosaic had a higher 
limit of tolerance, sometimes persisting to 90°. 

The thermal death point, of rugose mosaic virus has been found 
by others to lie between 00° and 65° (9, p. 1 /), 55° and (U) 0 (10, table 3), 
and 58° and 90° C. (11, table 7), all at 10-minute exposures to constant 
temperature. The corresponding limits of the latent mosaic were 
about 70° (5, p. 11; 10, table 3), 65° to 70° (11, table 7), and 70° to VS° 
(17, table o). 

DILUTION 

Extract from diseased plants was diluted to various degrees with 
water of different kinds and with juice from healthy plants, with a 
resulting reduction in infectiousness, at least when a certain point of 
dilution had been reached. The results of the tests with diluted ex¬ 
tracts, from different sources transferred to one host or another, are 
given in part in table 3. These results are representative of a large 
mass of data which show in general that infectiousness was lost when 
the proportion of extract in the inoculum had been reduced to between 
10 and 1 percent by distilled water (in transmission tests from potato 
to potato in the greenhouse); to between 1.0 and 0.5 percent by healthy 
potato juice (potato to potato in the field); and to between 1.0 and 0.1 
percent by soft lake water and distilled water (potato to tobacco in 
the greenhouse). Some infectiousness persisted at 1.0 to 0.1 percent 
in series diluted w r ith hard river and well water (potato to potato in 
the field) and with distilled w ater (potato to tobacco and tobacco to 
tobacco in the greenhouse). As the limit was approached, there was 
a decrease in the percentage of plants infected by inoculation and an 
increase in the time required to bring out the first symptoms. 

The latent mosaic was somewhat more persistent at the dilution 
inactivation point of rugose mosaic. 

As compared w ith the above inactivation point of about 0.1 percent, 
or about one one-thousandth, it is interesting to note that the in¬ 
activation points reported by others for rugose mosaic arc about one 
one-thousandths (.9, p. It) and one five-thousandths to one ten-thou¬ 
sandths (11, table !)), and for the latent mosaic, one ten-thousandths 
(9, p, 11), one ten-thousandths to one one-millionths (11, table 9), 
and about one one-hundred-thousandths (17, table (1). 

The greater inactivating effect of healthy potato juice, as compared 
with w r ater in series 2 and 3 of table 3, upon rugose mosaic, is similar 
to that reported by McKinney (14, table o) for tobacco and cucumber 
extracts. 

The inactivation of tobacco mosaic virus by pokeweed (Phytolacca 
decandra L.) juice in vitro (14, />. 9) w r as found to hold also for rugose 
but not for latent mosaic, and pokew T eed juice painted onto tobacco 
leaves several days before inoculation with rugose mosaic reduced 
infection below that obtained on water-painted checks. 
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Table 3. —Effect of dilution upon injectivity of rugose mosaic virus from potato 


Series 1 

Hants inoculated 

Diluent 

j 

Potato___ 

River water.. 

, 

2 

_do. 

Well water. 

3 

.do. 

Healt hy jKitnto extract _ 

4 

....... do.. 

Oislilled water.. 

5 

Tobacco.. 

_do. 

G 

....do. 

... .do. 





Percent 
extract m 
dilution 


J00 

50 

20 

JO 

5 

2 

1 

50 

20 

10 

5 

2 

1 

.5 
.2 
. 1 
50 
20 
10 
5 
2 
1 

.5 

2 

50 

JO 

1 

.1 

.01 

50 

10 


ft 

1 

.ft 
. I 
.05 
.01 
005 
001 


Results 


All infected. 

[ Infection of all, but progressively 
less severe. 

88 percent infected. 

20 i>ereent infected. 

10 percent infected. 

AH infected. 

All infected, majority incompletely. 
00 percent infected. 

70 percent infected 
44 percent infected 
20|>ereent infected. 

22 iiercent infected 
90 percent infected 
40 percent infected. 

30 percent infected. 

20 jiercent infected. 

33 percent infected 
11 percent infected. 

None infected. 

I All infected. 

^ None Infected 

|All infected. 

83 iiercent infected 
None infected. 

00 percent infected. 

None infected. 

40 percent infected 


None infected. 


J Series 1-3 were in the field, the rest were in t he greenhouse. Series 2 and 3 were kept under similar con¬ 
ditions 


FILTRATION 

Rugose mosaic potato extract filtered through Berkefeld N and V 
candles infected a small percentage of inoculated tobacco plants, but 
usually no potato plants. The percentage of infection was not in¬ 
creased by previously clarifying the extract by filtration through paper 
that had become coated with the gelatinous mass of crushed plant 
tissue, or filter slime. Neither was it increased by filtration under 
80 to 90 pounds* pressure per square inch in a Hill pressure apparatus. 
Here the unfiltered sediment in the rubber bag enlosing the candle 
retained its full infectious ness, although exposed to the pressure indi¬ 
cated. (More than 75,000 pounds* pressure was required to inactivate 
mosaic tobacco extract (7).) Clarification did not inactivate the 
extract, although sometimes it reduced infectiousness slightly. Of 10 
potato plants inoculated in the field with extract filtered under air 
pressure through a Chamberland B filter, 1 became diseased, possibly 
through uncontrolled natural infection. Of 18 potato plants inocu¬ 
lated in the greenhouse with clarified extract filtered through a Berke¬ 
feld V candle with suction that reduced the pressure to about one-fifth 
of an atmosphere, 1 became diseased. Filtration through a Berkefeld 
V candle had little effect on the infectiousness of latent mosaic extract. 
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CHEMICALS 


Each chemical to be tested was dissolved in water in a series of 
different concentrations in equal amounts of solvent. Then the 
solution at each concentration was combined with an equal amount 
of fresh extract. For example, to get a 5-percent concentration, a 
10 -percent solution of the chemical was made up and added to an 
equal amount of the fresh extract. Thus the resulting mixture con¬ 
tained a 50-percent concentration of the extract and half the concen¬ 
tration of chemical in the original solution. The mixing was followed 
by inoculation within about 10 minutes. The order of mixing and 
inoculation was according to decreasing concentration of the chemical. 
The chemicals tested arc representative of several important types of 
compounds, and are readily available, easily prepared for use, and for 
the most part, of recognized value as disinfectants or fungicides. 
The results are given in table 4. 

The lethal point of hydrochloric acid for rugose mosaic virus varied 
with conditions. It was between 0.07 and 0.2 percent in series 4 (in 
transmission tests from potato to potato in the field) ; between 0.2 and 
0.5 in series 11 (potato to potato in the greenhouse), in series 12 and 13 
(potato to tobacco in the greenhouse), and in series 14 (tobacco to 
potato in the greenhouse); and beyond 0.5 percent in series 15 (tobacco 
to tobacco in the greenhouse). However, the closeness of results 
probably was more remarkable, considering the different conditions, 
than the variation. The lethal point of sodium hydrate also varied. 
In the order of decreasing concentration needed to inactivate, the 
tested chemicals and their inactivation points were as follows: Ethyl 
alcohol (CJIaOH), over 50 percent; sodium chloride (NaCl), about 5 
percent or 1 to 20; formaldehyde (HC1IO), about 0.5 percent or 1 to 
200 ; hydrochloric acid (llCl) and sodium hydrate (ISnOH), respec¬ 
tively, about 0.2 percent or 1 to 500; and copper sulphate (CuS0 4 ) 
and sulphuric acid cleaning fluid, respectively, about 0.1 percent or 
1 to 1,000. Prolonging the duration of exposure to the chemical to an 
hour did not shift the point much (series 17 versus 18). 


Table 4. — Effect* of chemicals upon injectivity of rugose mosaic virus from potato 

and tobacco 


es 1 

Source of 
inoculum 

Plants inocu- 
luted 

Chemical j 

i 

Percent of 
eliemieal 

1 | 


Potato. 

i 

i 

c 2 n 5 oH.I 

|5 and less. 

10 . 

si 

. ... do ... . 

_do. 

.i 

[25 and 50. 

As in series 1... 

3 ! 

do 

... do . 

HC’IIO 3 .! 

2 and more. 

4 

. ...do ... . 

L... do. 

i 

nci 4 ..... . ..'j. 

0.04. 

0 07. 

5 , 

... do . . j 

. ..do. 

NaOIl.| 

0 2 and more 

0 l... 

0.2 and more. 

« ! 

... do.. . 

! 

' . do ..i 

NaCl_ J. 

0 1 to 1. 

2.... _ 

5 . 

0.004 to 0.2_ 

0 3 .. 

7 i 

; 

.. do.. .. 1 

i 

i 

L. do . 

i 1 

! 

HC110 . 

i 


,0.7 and more... 


Kesults 


All infected. 

Mostly infected. 

Some infected. 

As in series 1. 

No infection. 

All infected. 

20 i>ercent infected. 

No infection. 

50 percent infected. 

No infection 
All infected. 

50 percent infected. 

10 percent infected, 
so to 100 percent infected. 
50 |>ercent infected. 

No infection. 


1 Series 1-8 were in the field, the rest were in the greenhouse. 

3 (Commercial “denatured" material was used in series 2. 

* Percentages calculated on basis of actual IlCUO; thus percent in terms of the 40-percent solution used 
would be 5 and more. 

4 Percentages calculated on the basis of actual HC1; thus each is only about two-fifths of concentration of 
the c. p. material used, with specific gravity 1.19. 

34803—37-5 
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Table 4. —Effects of chemicals upon infectivity of rugose mosaic virus from potato 

and tobacco —Continued 


Series 

Source of 
inoculum 

Plants inocu¬ 
lated 

Chemical 

Percent of 
chemical 

Results 





(0.1. 

80 jiercent infected. 

No infection. 

8 


Potato__ 

CuSCL.. 

|o .2 . 




ll and more_ 

Do. 

0 

.do. 

Tobacco. 

rsiiion_ 

120 and less... . 

All infected. 

13 percent infected. 

All infected. 





1«*L ---- - 

|0.2.-. 

JO 

.do. 

.do. 

hcho.. 

<0 5. 

40 jarcent infected. 

No infection 


ll and moie. 

11 

. -..do... 

Potato. 

ITCl-.. 

to ] to 0.2_ 

10.fi... 

40 percent infected. 

No infection. 







All infected. 

12 

.do_ 

Tobacco_ 

IIC1.. 

io.2.. 

20 percent infected. 





lo.fi.. 

No infection 





|01_ . 

33 iwrcont infected. 

13 


_do_ 

ircL_.. 

<0 2_ 

17 jiercent infected. 

No infection. 




10 fi. 

14 

Tobacco .... 

Potato . .. 

1IC] . 

10 1 to 0 2. 

All Infected. 


No infection. 

00 percent infected. 

81 percent infected. 

33 percent infocte<l. 

All infected 

No infection. 





10.1... 

15 

_do __ 

Tobacco. 

JIC1-—. 

io .2 ... 



lO.fi _ 

IG 

Potato 

. do . 

NaOH .... 

10.05 toO 1. 

102 ... 








(0 05 

All infected 

17 

_do. 

.do.. 

NaOH. 

{0.1. 

40 jjercent infected. 





In 2 . 

GO percent infected. 

l 18 

....do.. 

_do. 

NaOH.. 

fO. 05 to 0.1. 

U>.2. 

All infected. 

No infection. 

10 

Tobacco. .. 

__ .do_ 

.do__ 

/0 05 to 0 1. 

All infected 

HO percent infected. 



\0 2___ 

|1 . 


1 

| 

All infected. 

20 

Potato.. ! 

do_ . 

NhC1. _ .J 


14 percent infected. 

No infection 







! o t_i 

17 percent infected. 

21 

.do. 

..do.i 

CuS0 4 _ 

ifo 2 .: 

No infection 



1 

; 

lofi to i.; 

Plants killed. 





|J0.U6 to 0.1 .. .j 

No infection except by latent 

22 

.do.. 

_do. 

Cleaning fluid b | 

10 2fi 1 o 2 5. ! 

component. 

No infection. 

7 23 

.do. 

Jimson weed.. 1 

...do... 

fO.Ofi to 0 1.. I 

10 25 to 2 5 

Latent mosaic. 

No infection 





10.01 to 0.1. . . ‘ 

All infected 

24 

.do. 

Tobacco. j 

_do.. 

h . 

No infection except bj. latent 
component 

| 

1 | 


| 

1 

20 jiercent infected. 

25 

.. -do_ j 

! 

_-.-do.! 

1 

NaOlI —. ! 

l 

!r - 

All infected. 

|n t oiic infected. 


s Same inoculum as for series 17 except mixed 1 hour before being used 
fl Made up with sulphuric acid and potassium bichromate. 

7 Series 22 and 23 were under the same conditions 

The lethal point for the latent component did not differ much from 
that for rugose mosaic except for greater resistance of the latent to 
the toxic effects of formaldehyde and the cleaning fluid. 

James Johnson (9, p. 12) and Koch (11, table 10) report similar 
results with alcohol and HCIIO. Van der Meer also found alcohol a 
weak inactivator (17, table 7). Freeman (6) found that from rugose 
mosaic only the latent mosaic component could be recovered at pH 
4 to 5.5 and at 9.7; from pH 5.6 to 7.0 there w r as no inactivation, 
and at pll 3.6 or lower not even the latent component could be re¬ 
covered. 

COMPARISON OF RUGOSE MOSAIC WITH OTHER MOSAICS 

MILD,CRINKLE, AND LEAF-ROLLING POTATO MOSAICS 

Leaf-mutilation inoculation of bean plants with potato mild mosaic 
and leaf-rolling mosaic extract produced no symptoms. Stake-paint¬ 
ing inoculation of potato plants with potato mild mosaic extract did 
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not always infect and, when it did, produced late and therefore un¬ 
satisfactory symptoms. Similarly, unsatisfactory symptoms re¬ 
sulted on potato with the potato crinkle and leaf-rolling mosaics. 

TOBACCO MOSAIC 

Dried leaves from the laboratory of B. M. Duggar in St. Louis, Mo., 
from experiments of F. M. Blodgett at Cornell University, Ithaca, 
N. Y., and from a field in Connecticut, were used as the sources of 
tobacco mosaic inoculum which gave infection on potato plants. The 
symptoms were not those of a mosaic, but were rather like those of 
streak with some suggestion of blackleg, and included necrotic spotting 
and streaking of the leaves, streaking of the stem, leaf dropping, wilt¬ 
ing, and early death of the plant. These results agree with those re¬ 
ported by Fernow (<5, table 21 and pi. VII) and Blodgett ( 2 ). The St. 
Louis strain, used on jim son weed, caused a slight amount of spot and 
streak necrosis at first but soon became masked, though still present 
in virulent form as was shown by transfer back to tobacco. 

STREAK 

Although causing no mottling of Green Mountain potatoes, streak 
produced mosaic on tomato and Spaulding Rose potato plants, and 
when on tobacco, nightshade, and apple-of-Pern, was not to be dis¬ 
tinguished by symptoms from rugose mosaic. Jimsonweed, immune 
to rugose mosaic, also was immune to streak, and the raising of the 
temperature to (50° C. inactivated streak in vitro. The inactivating 
effects of pokeweed juice on rugose mosaic were duplicated in tests 
repeated with streak. These inoculation studies suggest, that the 
streak virus is very similar to the virus of rugose mosaic. A tomato 
plant inoculated on February 1027, and used for successful return 
inoculation to potato, was still vigorous on October 17, 1928 (fig. 6). 

TOBACCO SPOT NECROSIS 

Tobacco leaves infected with spot necrosis were kindly supplied 
the writers by James Johnson, of the Wisconsin Agricultural Experi¬ 
ment Station, and in Maine they produced a disease on greenhouse 
potato and tobacco very similar to rugose mosaic hut somew hat more 
virulent, and infectious. A second supply from Johnson consisted of 
both tobacco and potato spot necrosis leaves which were used on 
greenhouse tobacco in comparison with inoculum from Maine rugose 
mosaic potato. Here the tobacco-leaf inoculum was more infective 
and had a shorter incubation period than the other two inocula. How¬ 
ever, w hen the three newly infected tobacco series were compared by 
inoculating potatoes in the field, the strain received from Johnson in 
the potato leaves was the only one that gave current-season symptoms, 
and it was less infectious than inoculum from field-grown rugose 
mosaic potato plants. Such effects of host upon infootivity are simi¬ 
lar to those reported by Johnson (,9, table III). 

James Johnson stated (0, v. 4), in 1929, that, after repeated attempts 
at correlation, ho had concluded that his spot necrosis was identical 
with the rugose mosaic of Schultz and Folsom; that is, with the 
rugose mosaic used in the present comparisons. He also explained 
(.9, p. 28) that “in previous literature from the Wisconsin laboratory 




Figure fi - Bonny Best tomato plant October 17,ltt28, 20 months after infection with potato streak from 
Spaulding Hose potato plants and 18 months after back-inoculation to Green Mountain potato plants that 
resulted in the death of the plants from streak. This photograph was taken shortly after a second virus 
also a mosaic, had spread through the plant, and shortly before the plant succumbed. 
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referring to ‘rugose mosaic’ of Triumph potatoes, this name should 
read ‘crinkle mosaic’.” 

ATTENUATION AND INCREASE IN VIRULENCE 

The idea that a virus may increase in virulence is met many times 
in the study of mosaics, including those of potato. A tuber-propa¬ 
gated host would seem to be promising material from which to obtain 
evidence. In the writers’ experience, an apparent increase in viru¬ 
lence such, for example, as mild mosaic apparently becoming rugose 
mosaic, has occurred chiefly iu proximity to plants already showing 
the more severe disease, under conditions favorable to transmission, or, 
of course, in plants inoculated experimentally with the more virulent 
type of the virus. Isolation in effective iusect cages has prevented 
an increase of virulence of mosaic, even in stocks perpetuated for 
about 20 years. 

In greenhouse studies in Maine efforts to increase the virulence of 
latent mosaic until it resembled spot necrosis or rugose mosaic, by 
passage through as many as eight successive series of tobacco plants, 
have failed to bring about any change from one mosaic to the other. 
The symptoms of both kinds of mosaic vary. Leaf contact is some¬ 
times sufficient to transmit either mosaic. The general tendency in 
virology is toward longer lists of viroses for various hosts and longer 
lists of means of transmission of the respective viroses, so that the 
chance of uncontrolled contamination by a severer type, through an 
unsuspected agency, seems more reasonable than a spontaneous 
sudden increase in virulence. In a discussion of this problem, Johnson 
(9, pp, 18-21) states that “the mottle form from healthy potatoes 
cannot ordinarily be changed to spot necrosis at will,” and points out 
the possibility of accidental transmission of spot necrosis as the cause 
of a sudden increase in virulence. 

Apparent attenuation of a virus often may be reasonably explained 
on the basis of (1) the elimination of one or more components of a 
composite or multiple virosis, (2) a decrease in the severity of symp¬ 
toms after the first have developed or (3) a decrease in the severity 
of symptoms with certain changes in environmental conditions or with 
increasing age of the host plant. 

SUMMARY 

Potato rugose mosaic is a composite mosaic which includes pure 
rugose mosaic, or the vein-banding mosaic, and latent potato mosaic 
When contracted by a partly grown potato or tobacco plant, rugose 
mosaic often affects leaves and leaf parts differently according to their 
age; some become necrotic; older ones show no symptoms and younger 
ones develop mottling. Rugose mosaic aggravated a toxic effect of 
potato extract upon tobacco; the effect, was eliminated by Berkefeld- 
candle filtration. 

Rugose and latent mosaic were studied better on potato, tobacco, 
and jimsonweed than on tomato and several other species of the same 
family; bean was immune. 

The most satisfactory method for inoculating potato plants was the 
leaf-mutilation method, and the best for inoculating tobacco and 
jimsonweed was a stake-painting method. 
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Extract from green shoots was more infectious than that from 
colorless sprouts, seed tubers, and roots of rugose mosaic potato plants, 
and was sometimes made less infectious by clarification. 

"With rugose mosaic, the age of potato plants or their parts had more 
effect than the age of tobacco plants in determining the infectiveness 
of their extracts. Drying of leaves soon eliminated the mfeetivity. 

Aging in vitro for several hours progressively increased the infec¬ 
tiousness of rugose mosaic extract; further aging progressively re¬ 
duced it, and under certain conditions the inactivation-point was 
reached in a few days. Infectiveness was inhibited later at low tem¬ 
peratures (5° O.), and later for tobacco than for potato as the in¬ 
oculated host. The latent mosaic virus sometimes resisted aging 
longer than the pure rugose mosaic virus. 

Rugose mosaic extract usually was inactivated when the tempera¬ 
ture was raised to 00° or 65° C., or when the temperature was held for 
10 minutes at 55°, but the thermal death-point varied with the species 
involved in the transfer and also with the series even when condi¬ 
tions apparently were similar. Pure rugose mosaic acted like the 
composite virus, but the latent component had a higher limit of 
tolerance. 

Rugose mosaic extract became inactivated at about 1 to 0.1 per¬ 
cent upon dilution with water. Healthy potato juice had a slightly 
greater inactivating effect than water. Latent mosaic* was somewhat 
more persistent than rugose. Pokeweed juice inactivated rugose 
mosaic extract but not latent mosaic. 

The virulence of rugose mosaic virus w as reduced considerably but 
not eliminated by filtering the extract through bacteria-retaining 
candles; the latent mosaic virus was affected only a little by the process. 
Neither 80 pounds’ pressure nor clarification reduced the infectiousness 
of rugose mosaic extract more than a- slight amount. 

Latent mosaic was more resistant to formaldehyde and a sulplmric- 
acid cleaning fluid than rugose, but was similar in its response to 
other chemicals. The lethal point of HOI for rugose mosaic varied 
with conditions, within the range of about 0.07 to over 0.5 percent 
To inactivate, the strength of ethyl alcohol had to be greater than 
50 percent; of NaCl, about 5 percent; of HOHO, about 0.5 percent; 
of HC1 and NaOJI, about 0.2 percent ; and of OuS() 4 and the cleaning 
fluid, about 0.1 percent. 

Preliminary comparisons between mosaics on potato and other 
plants showed that the methods used for these property studies of 
rugose mosaic are unsatisfactory for mild, crinkle, and leaf-rolling 
mosaics of potato. Tobacco mosaic can infect Green Mountain 
potato plants. Potato streak and tobacco spot necrosis both resem¬ 
ble rugose mosaic. 

Latent mosaic was not increased in virulence by eight successive 
passages through tobacco plants. 
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RESPONSE OF OAT VARIETIES TO DIFFERENT 
FERTILITY LEVELS 1 

By C. A. Lamb, associate in agronomy, and Robert M. Salter, agronomist , 
Ohio Agricultural Experiment Station. 2 

INTRODUCTION 

A 3-year rotation of corn, oats, and winter wheat has been grown 
at four fertility levels at the Ohio Agricultural Experiment Station 
at Wooster. Data were collected for all three crops, and those for 
corn and winter wheat have been published. 3 The present paper is 
concerned with the oat crop in this rotation. 

The literature has been reviewed in the papers mentioned above, 
and repetition seems unnecessary. Suffice it to say that differential 
response of varieties to fertility level in many of our common crops 
has proved significant, and that this interaction deserves careful 
study. 

OUTLINE OF EXPERIMENT 

The 3-vear rotation of corn, oats, and winter wheat was laid out 
on three fields of Canfield silt loam of low fertility. The higher 
fertility levels were obtained by adding one, two, and four increments 
of fertilizing materials. Actual applications are given in table 1. 
The oats received no direct applications of fertilizers. 

Table 1 . —Plot treatments at the 4 fertility levels used in 3-year rotation tests with 
corn , oats, and winter wheat 


Fertility 

level 


Treatment used for crop indicated 


Corn 


Oats 


Wheat 


K. . 


C.. 


l>. 


' None ... - . _ . . None.-- 

4 tons manure: 100 pounds 0-lfHi ' Xone.. 
broadcast, and 100 {founds 4-12-4 . 

I m hill. ; 

j 8 tons manure, 2(H) pounds ft-ift-o None.. . 
{ broadcast and 200 pounds 4-12-4 ’ 
i in hill , 

HO tons manure, 400 pounds 0-10-0 : None_ 

i broadcast and 400 pounds 4-12-4 1 

j in lull ' 


None. 

1 200 {founds 2-14-4 in fall and 50 
l>ounds nitrate of soda m spring. 

40ft pounds 2-14-4 in fall and 100 
j {founds nitrate of soda m spring. 

| 800 pounds 2- 14-4 in fall and 200 
pounds nitrate of soda in spring. 


The four levels were set up on adjacent strips in each field and the 
varieties sown across them. Oats were planted in triplicate; the 
size of plot was 5 ){ by 35 feet (0.00427 acre). The order of varieties 
in each replication was the same in 1929, random in the other 3 years. 
In all eases each variety was sown in a continuous strip across the 
fertility levels; thus the order of plots was identical on each level. 


1 Received for publication June 1. 1937; issued December 1937 Contribution from the Department of 
Agronomy, Ohio Agricultural Experiment Station 

2 The writers wish to acknowledge the help of O. It Striugfield, who, with R. M. Salter, set up the experi¬ 
ment. He selected the varieties and collected I he data for the early years, and has offered helpful sugges¬ 
tions in the preparation of the manuscript. 

a Stringfielp, O. If., and Salter, R. M inferential response of corn varieties to fertility 
levels and To seasons. Jour. Agr. Research 49: 991-1000, lllus. 1934. 

Lamr, (\ A., and Salter, R. M. response of wheat varieties to different fertility levels. 
Jour, Agr. Research 53: 129-143, Ulus. 1930. 
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PRESENTATION OF DATA 


Seventeen varieties of oats were grown for four seasons, 1929 to 
1932, inclusive. Table 2 gives the grain yield, straw yield, and bushel 
weight for each variety-level-season unit. In figure 1 the average 
performance of all 17 varieties in each season has been plotted. 

TOTAL YIELD PER ACRE(POUNDS) 



STRAW-GRAIN RATIO 






T\ble 2.— Yield ptr a err and weight per bushel of 17 vanities of oat s grown at 4 levels of soil fertility, 1929-32 
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Plots were cut with an ordinary grain binder, and uniform stubble 
was loft on all levels. For this reason straw yields are relatively too 
low on the A level, where there was definitely less vegetative growth. 
The errors introduced by the unharvested stubble at the higher levels 
are of little importance. 

A study of figure 1 show s that there were marked differences between 
seasons. In 1931 the yields of both grain and straw were high; in 
1932 they were decidedly low. The influence of season must, 
therefore, be considered in interpreting the experiment. Table 3 gives 
meteorological data at Wooster for all four seasons. 


Table 3. —Mean maximum and minimum temperatures and precipitation for 
Wooster, Ohio , during the growing season for oats , 1929-32 


Mouth __ 


April. 
May - 
June 
Jul> . . 
August 


Mean 

maximum 

peruture 

tom- 

Mean minimum tom- ] 
poraluro 


Precipitation 


1920 j 

1030 

1931 

1932 

1929 

1930 

. 

1031 

1932 

1929 ; 

1930 

1031 

1932 

! o F i 

°r 

_ 

°F 

°F 

°F 

°A 

°F ! 

°1'- 

Inches ' 

Inchts 

Inches 

Inches 

o ; 

64 0 

61 0 

00 o 

40 4 

38 0 

35 2 

33 0 

5 58 

2 23 

4 10 

2 5 r i 

70.6 ! 

74 3 

70.2 

72 2 

14.8 

48.0 

44 0 

45 4 

4 84 I 

l 5y 

4 45 

1 03 

79 0 1 

84 1 

81 2 I 

82 0 

53 0 | 

! 53 9 

54.3 i 

55 2 

4 io: 

2 80 

3 49 ; 

3 44 

83 0 ! 

90 4 

89 3 ' 

84 8 

50 3 

i 57 4 1 

01 0 ; 

50 2 ! 

0 79 

1 71 

2 97 ' 

3 14 

j 80 3 i 

80 0 

83 7 i 

85 6 

52 4 

55 1 

50 9 1 

50 0 | 

1 26 

2 64 

4 08 

2 01 


In 1929 there was a wet, relatively warm spring, followed by a dry 
period during the latter part of May and early June. Summer tem¬ 
peratures were not excessive, and rainfall was plentiful after mid- 
June. 

The season of 1930 was somewhat cooler in early spring, and warm 
in summer. Precipitation was lower in April and early May. Through 
the rest of May and in June and July the weather w~as very dry. 

In 1931 conditions w ere more favorable than in other years. Distri¬ 
bution of rainfall was very satisfactory, and in spite of high tempera¬ 
tures in late June and July oats yielded well. Test weight was low, 
however. 

The temperature in the spring of 1932 was not satisfactory, and pre¬ 
cipitation was low in May and early June. Oats made poor vegeta¬ 
tive grow th and gave low' yields of grain. 

ANALYSIS OF VARIANCE 

Analysis of variance by the method developed by Fisher 4 offered a 
satisfactory means of handling the data. To estimate odds for sig¬ 
nificance Snedeeor’s F 5 was used. 

Table 4 presents data from the analyses of total yield (grnin-f- 
straw ) and of grain yield for each season. Variety, level, block, and 
the variety-level interaction were considered. Because of the smaller 
area of land in one of the fields, three varieties were sown in only tw o 
blocks in 1930. Calculations were made on the actual data, and 
again w ith estimated vields introduced for the 12 missing plots. The 
theoretical third replication was given the mean yield of the two 
actually grown. Such a procedure would be expected to give too low 

4 Fisher, R. A. statistical methods for research workers. Ed. 4,302 pp., illus. Edinburgh and 
London. 1032. 

■ Snedecor, O. W. calculation and interpretation of variance and covariance. 96 pp. Amps, 
Iowa. 1034. (Iowa State Col., Div. Indus Sci. Monog. 1.) 
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an estimate of variance, but in this case it changed the F values very 
little, and the significance not at all. Any error introduced, therefore, 
had no practical importance, and the estimated plot yields were 
used because they permitted the analysis of data for all seasons to¬ 
gether with greater facility. 

Table 4. —Analysis of variance , by seasons, of total yield and of grain yield for 17 
varieties of oats grown at 4 fertility levels in 4 seasons 

TOTAL YIELD 


Vunuuce due to - 


Variely— - 

Level. 

Block. . . . 

Variety-level 

tion. 

Error. 


Varietj. 

Level. 

Block. _ . 

Variety-level 

tion_ 

Error. 


Variety. 

Level.. 

Block_ 

Variety-level 
I tion. 

Error. 


( Variety. 

Level_ -- .. . 

Block. .. 

Variety-level interac¬ 
tion. 

Error—-- 


( Variety - . 

Level. 

Block. 

Variety-level 

tion. 

Error.. 


Variety.. 

Level... 

Block. . _ 

i Variety-level interac¬ 
tion. 

Error. .. ... 

Total. 

/Variety. 

Level... 

Block.... 

/Variety-level interac¬ 
tion. 

Error... 

Total. 


'Variety.. . 

Level. 

Block. 

Variety-level interac¬ 
tion. 

Error. 


Do- 




1 [Mir- 

5 per- 


tfrees 

Sums of 

Vari- 

F 

cent 

cent, 


of free- 

squnres 

ance 


point 

point, 


(loin 




for F i 

for F 1 


It) 

042 54 

40 159 

15 25 

2 20 

1 75 


8 

057 59 

219 197 

S3 22 

3 94 

2 08 

i«13 20 pound 4 . 

2 

102 39 

51. 195 

19. 44 

4 78 

3 07 

<r=l 02 pounds. 

4S 

88 25 

1 839 

.70 

1 80 

1 50 

C V =12 22 peiceni 

134 

352 94 

2 034 

.. . 

. 

. 


203 

1,843.71 

__ 


— 

_ . 


16 

915 IS 

57. 199 

14~~22 

2" 20 

i 75 


3 

1,594 80 

531 000 

132 17 

3 94 

2 08 

f =-13 54 pound-? 

2 

43 70 

21 880 

5 44 

4 78 

3 07 

ff=2 01 pounds. 

48 

121 95 

2.541 

.03 

1 80 

l 50 

C. V. = 14 84 pel ceil 1 

134 

538 91 

4 022 

--- -- 




203 

3,214 00 

. 

_ 

„ 



To 

822~Ti 

51 421 

5 29 

2 20 

1 75 


3 

5, 153 23 

1,717 743 

170 50 

3 94 

2 08 

1 — 19 00 pounds 

2 

32 32 

10 100 

1 00 

4 78 

3 07 

<r-r-3 12 pounds. 

48 

579 09 

12 077 

1.24 

1 80 

1 50 

V V.* 15 87 percent 

134 

1.303. OH 

9 729 

.. . . 




203 
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Total yield represents the total top growth, independent of how 
much of the material moves into the developing kernels. Grain yield, 
on the other hand, measures particularly the translocation of elab¬ 
orated plant food into the developing embryo and endosperm. A 
general comparison of the two parts of table 4 indicates that after 
variance is removed for the factors considered, residual error is 
greater for total than for grain yields. This is measured by the co¬ 
efficient of variability (C. V.), since the standard deviation (<r) has been 
estimated from the variance for error. This is surprising, since the 
filling of the grain follows the virtual completion of vegetative growth, 
and grain yields, therefore, would be expected to show greater varia¬ 
bility because of the additional physiological processes involved. 

A second unexpected reaction appears in comparing the 1931 results 
with those of other years. This was the season when oats gave their 
highest yields in both straw and grain, but the coefficients of variability 
for both total yields and grain yields w ere the largest obtained because 
of the large variance for error. Conversely, the yields and coefficients 
wove both lowest in 1932. This implies that factors introducing varia¬ 
bility other than variety, level, and the interaction of these tw^o, be¬ 
come increasingly important as the season is more favorable, and the 
yields are higher. 

Differences among varieties were highly significant in all cases, but 
the F values were decidedly lower in 1931. This does not necessarily 
indicate that the spread among varieties was greater with the more 
adverse seasonal conditions. The greater unaccounted-for error in 
1931 is largely responsible for the lower significance in that year. 

Fertility was a very important factor because of the wide range be¬ 
tween the A level and the 1) level. The spread among the different 
treatments, however, varied with season as was to be expected. 
Leaching, precipitation, and temperature probably all played import¬ 
ant roles, especially since the oats crop received no direct applications 
of fertilizer. 

A comparison of the variance for variety with the varietal means, for 
grain and for total yields, may be made by considering the ratio 


\ Variance due to variety^ 
Mean varietal yield 


1 n all four seasons this ratio is greater for 


total than for grain yields. In 1929 it is 1.22 times; in 1930, 1.17 
times; in 1931, 1.87; and in 1932, 1.33 times as great. 

For optimum development oats require a cool, moist season. The 
Ohio climate is by no means ideal for them. It may be that the rela¬ 
tively cool weather before heading is favorable enough that the in¬ 
herent differences betw een varieties can find expression in the vegeta¬ 
tive growth, whereas the hot weather following heading is so unfavor¬ 
able that varietal response in the grain yields is inhibited in some 
degree. 

The variety-level interaction is one of the most important points 
studied. In no single season did it prove mathematically significant, 
though in 1931 the F value approaches the 5-percent point closely, 
especially for the grain yields. There is a more nearly significant 
interaction for grain than for total yields in 3 of the 4 years, indicating 
a possible differential response in the reproductive phases greater than 
in purely vegetative growth. The evidence for this, however, is far 
from conclusive. 
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Definite indication of differences between blocks was found, espe¬ 
cially on that field used in 1929 and 1932. In fact, in most cases the 
variety-block interaction was significant and, strangely enough, in all 
instances except for grain in 1931, this interaction was more signifi¬ 
cant than that of variety-level. This represents a serious error in the 
experiment, which, however, cannot be justifiably removed, since it 
represents an uncontrolled and largely indeterminate factor. It is 
probably much less important as a source of error in the analyses 
presented in table 5, where all seasons are taken together. Since 
three fields were used, variance for block could not be removed 
directly, and the total yield of the three replicates was used as the 
starting point for this anay^is. 

Table Analysis of variance for total yield and gram yield of 1? varieties of 
oats gro'irn at levels of soil fertility during 4 seasons 

TOTAL YIELD 


Variance due to— 

I >ej?rees 
of free¬ 
dom 

Sums of 
squares 

Variance 

F 

1-I>er- 
cent 
point 
for F i 

5-per¬ 
cent 
point 
for F 1 


Variety. 

Level. ..... 

Season__- 

Variety-level interaction 
Variety-season interac¬ 
tion. 

Level-season interaction 
Error.. . 

lfi 

3 
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48 

48 
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38, 933 07 
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<\ V.*-8 45 jiereent 
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271 ! 
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GRAIN YIELD 
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ir=*3 23 bushels 

Variety-season interac- 
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1 75 | 
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2 00 
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13, 501 81 

93, 763 

. 


.! 


Total... 
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_1 

644,335 89 j 
l 

. 


i 

i 

1 

- -- 1 



1 Approximate values. 


Without question varieties differed in yielding ability, and the vari¬ 
ance due to levels was large, but neither of these factors exerted as 
much influence as season. The variety-level interaction was not 
mathematically significant in any case. However, when variety- 
block and level-block variance was removed from error, this inter¬ 
action reached the level of significance in one season in the case of 
total yields, and in three seasons in the case of grain yields. Never¬ 
theless when all seasons were considered together, no significant 
variety-level interaction was found. This was in marked contrast 
to the wheat crop in the rotation, where, in the corresponding analy¬ 
sis, odds exceeded 99:1 for total yields, and approached the 1-percent 
point for grain yields. 

Consideration of the data from all analyses indicates that for oats 
the variety-level interaction is of questionable significance mathe¬ 
matically, and the actual yield differences involved are of no practical 
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significance. It therefore appears safe to apply variety-test results 
obtained at Wooster to rather divergent soil-fertility conditions, 
since the unaccounted-for errors are relatively low. 

SUMMARY AND CONCLUSIONS 

A 3-year rotation of corn, oats, and winter wheat has been grown at 
four fertility levels at the Ohio Agricultural Experiment Station. 
Oats alone are considered in this paper. 

Data on grain yield, straw yield, and weight per bushel are given 
for 17 varieties of oats, all grown for four seasons. 

Climatological data covering the period of the experiment are in¬ 
cluded. 

Analysis of variance for total yield and for grain yield, by individual 
seasons, and all seasons together, indicates that differences due to 
variety, to level, and to season arc all highly significant. The variety- 
season interaction is highly significant, but the variety-level inter¬ 
action is probably not significant. 

Unaccounted-for error, as measured by the coefficient of variability, 
is less for grain than for total yield. This is unexpected, and may be 
due to the wide divergence of climate from the ideal for the crop. 

Because the variety-level interaction is of questionable significance, 
and at the same time the unaccounted-for errors are low, it appears 
safe to apply results of a variety oat experiment at Wooster, Ohio, 
to a rather wide range of soil conditions. 

o 
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SOME EFFECTS OF STORAGE CONDITIONS' ’ON-CERTAIN 
DISEASES OF LEMONS 1 

By Charles Brooks, principal pathologist , and Lacy P. McColloch, principal 
scientific aide, Division of Fiuit and Vegetable Crops and Diseases, Bureau of 
Plant Industry, United States Department of Agriculture 

INTRODUCTION 

The presence of carbon dioxide in a lemon-storage room is quite 
generally regarded as harmful. Many rooms are operated under 
instructions that the carbon dioxide in the atmosphere must be kept 
below 0.5 percent. 

Low temperature is known to be harmful to lemons, and exposure 
to temperatures below 50° F., even during a shipping period of 1 or 
2 weeks, is usually carefully avoided 

The present study was undertaken to obtain more definite informa¬ 
tion in regard to the carbon dioxide and low-temperature tolerance 
of lemons (('Itrus lirnonia Osbeck) and the nature of the injuries result¬ 
ing from unfavorable storage conditions. 

In the course of the experiments several different diseases developed, 
and in most cases the frequency of their occurrence was modified 
by the storage treatment. 

MATERIALS AND METHODS 

The lemons used in the experiments were forwarded under mutila¬ 
tion in cariot shipments from Los Angeles, Calif., 2 to New T York City 
and were then shipped by ordinary express to Washington, D. C. 
They were hauled to the Arlington Jfcxperiment Farm, Arlington, Va., 
and the experiments were started there within a day from the time of 
arrival in Washington. 

The term *‘green lemons’’ is used for fruit that at the time of ship¬ 
ment was dark green in color with only very slight traces of yellow, 
the term “silver lemons” for fruit that was turning from green to 
yellows and the term “mature lemons” for fruit that was bright yellow* 
and of proper maturity for pnmediate marketing. At the time the 
experimental treatments were begun, the green and silver lemons had 
slightly too much yellow to be typical for the terms applied. 

In the earlier experiments, 20 to 30 lemons of a particular maturity 
were used under each storage condition, hi the later experiments, 
this number was increased to 50 or 00 lemons for most of the tests. 
The lemons w r ere selected individually, and great care was taken that 
the different lots should be alike in maturity, firmness, and general 
appearance. 

It was intended that the relative humidity of the storage rooms 
should be maintained at about 88 percent; but it sometimes fell 

i Received for publication Dec 30,1936 issued February 1937 

8 The writers are indebted to O W Mann, of the Division of Flint and Vegetable Crops and Diseases, 
for the selection and shipment of the fruit. 
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several points below this for short periods, especially in the 60° F. 
room. All records of temperature are reported in degrees Fahrenheit. 

In part of the carbon dioxide experiments the lemons were held in 
5-gallon jars during the period of treatment. In some cases the 
desired atmosphere was maintained by continuous renewal with air 
to which carbon dioxide had been added by means of flowmeters. In 
other cases the carbon dioxide was built up by means of the respiration 
of the lemons. In the latter tests a fair degree of uniformity was 
secured by occasional analyses and the regulation of a small opening 
in the container. In other tests a high percentage of carbon dioxide 
was maintained for short periods by the use of solid carbon dioxide 
as a supplement to ordinary ice in pony refrigerators. In these 
experiments both the carbon dioxide and tne temperature were lower 
at the end of the treatment than at the beginning. 

The waxes used in the experiments were prepared by mixing paraffin 
and mineral oil in approximately equal proportions. In some cases 
beeswax w r as substituted for part of the paraffin. There was no 
indication that the results were affected by modifications in the for¬ 
mula for the wax. 

DECAY 

CHARACTERISTICS 

The most common form of decay was that caused by Alternaria 
citri Pierce. Much of this decay was of the “center” type, the central 
axis or core of the lemon becoming black and soft, with little external 
evidence of the disease, as is shown in figure 1, A. In other cases the 
entire lemon became black and soft, the decay usually starting at the 
button and moving toward the stylar end (fig. 1, li). 

Penicillivm digiiatum Sacc. was a close second to Alternaria as a 
cause of decay, and P. italicum Wehmer was of somewhat less common 
occurrence. The type of decay produced by the last-named is shown 
in figure 1, C. 

EFFECT OF TEMPERATURE 

During the first (\ to 8 weeks of storage there was greater develop¬ 
ment of decay at the liighor than at the lower temperatures. This w T as 
especially true of alternaria decay. When the storage period was 
prolonged to 10 weeks or more there was sometimes more decay at 
32° and 36° F. than at any of the higher temperatures, especially 
with fruit that had been stored at the green or the silver stage of 
maturity. This greater decay at the lower temperatures was largely 
due to one or the other of the Penicillium species and was apparently 
the result of a prior development of pitting, watery break-down, or 
other low-temperature trouble that gave the decay organisms favorable 
points of entrance. 

In lemons that were held 1 or 2 weeks at 32°, 36°, or 40° F. before 
being stored at 50° or G0° thero was in general but slightly less decay 
than in the fruit held continuously at the higher temperature, especially 
after long periods of storage. 

EFFECT OF CARBON DIOXIDE AND WAXING 

It was pointed out in an earlier publication 3 that carbon dioxide 
has a decidedly inhibiting effect on penicillium decay of oranges and 

* Brooks, C., Bratley, C, O., and McCoixocir, L. P. transit and storage diseases of fruits and 

VEGETABLES AS AFFECTED BY INITIAL CARBON DIOXIDE TREATMENTS. V . S. Dept. Agr. Tech. Bull. 519, 
24pp„iflttS. 1936. 
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grapefruit. In the present experiments the effect of carbon dioxide 
was tested on lemons that had been inoculated with Alternaria citri 
The development of this decay was slow under all conditions, but the 
progress was apparently as great in an atmosphere containing 40 
percent of carbon dioxide as in one that was practically free from 
carbon dioxide. 

A record of decay was kept in all the carbon dioxide and waxing 
experiments that are reported in detail under pitting and membranous 
stain. The results gave no indication that either waxing or continuous 
exposure to low percentages of carbon dioxide (10 percent or less) had 
any significant effect upon the percentage of either penicillium or 
alternaria decay at the end of long storage periods. 

Lemons that were held in tight containers for long-period carbon 
dioxide treatments or as controls lor these treatments developed more 
decay in some instances than the fruit that was held in commercial 
packages at the same temperature. This difference was apparently 
due to a higher humidity in the tight containers. Fawcett, Klotz, 
and Nixon 4 have reported experiments in which alternaria decay 
was reduced by air conditioning. 

PITTING AND PKTKCA 

CHARACTERISTICS 

Pitting, as the name implies, is characterized by the development 
ol pits or depressions in the rind of the fruit, 5 as shown in ligure 2, A 
and B. In the present experiments it took various forms, its charac¬ 
teristics as well as its prevalence varying with the treatment and 
apparently with the maturity and vitality of the fruit. In many 
cases the color of the rind in the pitted area remained normal or nearly 
so; in other cases it became light brown or a dark brown approaching 
black. 

The pits were usually as much as 0.2 inch in diameter and often 
more than 0.5 inch, but under certain storage conditions a smaller 
and shallower type prevailed, giving the lemons a somewhat speckled 
appearance, as shown in figure 2, C. This type was particularly 
common in 36° storage. 

Peteca resembles pitting, but the surface of the peel is relatively 
slow in losing its color and in the early stages the oil glands are darker 
than the surrounding tissue. 6 This is shown in figure 2, 1). 

EFFECT OF TEMPERATURE 

The effect of temperature upon the development of pitting and 
pcteca is shown in figures 3 to 9, inclusive. Pitting did not occur in 
storage at 60° F. It was usually absent and never of importance with 
either green or mature lemons held at 50°, but in a few instances the 
silver lemons developed the disease in 50° storage. At 32°, 30°, 
and 40° the lemons were often badly pitted, especially when held in 
storage more than 8 to 10 weeks. After the lemons had been 8 weeks 
or more in storage the disease was much worse at 32° and 30° than 
at 40°, and with green lemons it was usually worse at 36° than at 32°. 
These contrasting temperature effects did not disappear when the 

* Fawcett, H. 8., Klotz, L. J., and Nixon, H. W. effects of storage and holding conditions on 
ALTERNARIA IN lemons. Calif. Citrogr. 21: 118, 143-144. 1936. 

• F*wc»tT, H. S., and Lee, H. A. citrus diseases and their control. New York. 1926. lAlso od 
2, by Fawcett. 1936.] 
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fruit was held at room temperature for a week after removal from 
storage; in fact, they were usually somewhat emphasized by such 
holding. The pits developed at 40° were often darker than those 
at 32°. This may have been due to greater aging, greater oxidation, 
or perhaps to some other cause. 



Figure 2 -Fitting nnd peteea: A, Ixmum showing deep pitting, the usual type m storage at 32° and 40° F , 
B, pitting oil a green lemon that was held at 36° for 13 weeks; C, lemon show mg shallow pitting, the most 
common type in storage at 30°, and also one deep pit; 1). peteea on lemon, as found after shipment from 
California to Washington, D. C. 

Green, silver, and mature lemons that were held at 32°, 36°, or 
40° F. for 1 or 2 weeks and were then stored at 60° remained free from 
pitting. Lemons similarly held at 32° and stored at 30° remained as 
free from pitting on the average as those held continuously at 50°. 
Lemons similarly held at 36° or 40° before being stored at 50° showed 
a slight increase in pitting in some instances, as compared with those 
held continuously at 50°. There was little to indicate that holding 
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GREEN LEMONS STORED AT- 



Figure 3 —Effect of storage com! it ions on pill mg, poteen, und membranous stain. Green and sih er lemons 
stored at various temperatures November 28, 1933; record made 14 weeks later. In the lots receiving CO* 
before storage, the fruit was held for <54 hours m an atmosphere in which the cat bon dioxide droMXMl from 
50 percent to 30 percent and moiaged 3ti percent and in which the temperature dropped from 7<r to F 
and uveiaged 50°. 
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Figure 4.—Effect of storage conditions on pitting, peteca, and membranous stain. Green and silver 
lemons stored at various temperatures March 20,1934; record made 12 weeks later. In the lots receiving 
GO* before storage the fruit was held for 48 hours at 59° F. in an atmosphere in which the carbon dioxide 
was maintained at 50 percent by continuous air renewal. 
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GREEN TO SILVER LEMONS STORED AT - 



PITTING (PERCENT) MEMBRANOUS STAIN (PFRCENT) 

MEDIUM OR HAD ■■ SLIGHT CID 

Fh.urk 5 —Effect of storage conditions on pitting and membranous slain (no peteca developed) oflemons 
stored at various temperatures June 23,1034 Part of the lemons were about halfway between the green 
and stiver stages in maturity and the others weie fully mature, recoid made after 12 weeks' storage a. 
Lemons in a pony refrigerator with the temperature dropping from 73° to 49° F. m 42 hours and averaging 
M°, and the carbon dioxide dropping fiom f>9 percent to 30 pcreent and averaging 40 percent, h , temi>erature 
as above, hut the carbon dioxide dropping from 33 peicent to 44 percent and a\ eragmg 22 percent; c, eou- 
tiols, with no carbon dioxide. 


GREEN LEMONS STORED AT - 



Fkiure 6.- Effectof storage conditions on pitting, peteca, and membranous stain, (been and silver lemons 
•stored at various temperatures January 23,1935; record made It; weeks later. In the lots exposed to OO 2 
the gas was built up by the respiration of the lemons and the treatments were continued during the first 
0 weeks of storage. 
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the fruit at a lower temperature for 1 or 2 weeks, or even 4 weeks, 
produced any decided tendency to pitting. 

In the experiments reported in figure 3, fruit that was held at 100° F. 
for 21 hours before being stored had slightly less pitting than the 
control fruit, but the difference could hardly be regarded as significant. 

There seemed to be little evidence that the development of peteca 
was modified by temperature conditions. Its erratic occurrence with 
some lots of fruit seemed to indicate that its prevalence was largely 
determined by prestorage conditions. 


GREEN LEMONS STORED AT- 



Fjourk 7 - Effect of storage conditions on pit! ing, peteca, and membranous stain of lentous stored at various 
temperatures June 26, 1935. The carbon dioxide treatments were continued durum the first 3 weeks of 
storage. The record on the silver and mature lemons was after 9 weeks’ stoiage, that on the green lemons 
after 14 weeks’ storage. 


EFFECT OF CARBON DIOXIDE 

In several of the experiments lemons were exposed to high percent¬ 
ages of carbon dioxide for a period of 2 or 3 days before being placed 
in storage. The results are shown in figures 3 to 5, inclusive, lu 
four tests with green lemons, four with silver lemons, and two with 
mature lemons, pitting was decreased by this prestorage gas treat¬ 
ment, and there was no instance in which it was increased. The 
decreases were slight in some cases, but in others they ran as high as 20, 
40, and 60 percent. 

In other experiments the lemons were held for several weeks in 
atmospheres containing 2 or 10 percent of carbon dioxide. In some 
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of these tests the carbon dioxide was built up by the respiration of the 
fruit, and in others it was obtained by continuous renewal with an 
atmosphere to which carbon dioxide had been added. The results 
are shown in figures 5 to 9, inclusive. 

In the experiment reported in figure 5, lemons were held at 50° F. 
in 10 percent of carbon dioxide for 10 weeks without the development 
of pitting, but neither was there pitting in the control lot in the open. 

In the experiments reported in figure 6, the fruit was held at 32° 
and at 40° F. during G weeks' exposure to an atmosphere containing 
10 percent of carbon dioxide. No control lot was held at these 
temperatures for the same length of time as the treated fruit, and it is 
therefore impossible to draw definite conclusions. There is some 
indication that the carbon-dioxide treatments caused a decided de¬ 
crease in the pitting of green lemons but possibly a slight increase in 
the pitting of silver lemons. 

The experiments reported in figure 7 were carried out at 40° and 
50° F., and those reported in figures 8 and 9 at 50° and 60°. In all 
cases control lots were held in similar confinement but in atmospheres 
that were free from any accumulation of carbon dioxide. In the 
experiments of figure 7 the carbon-dioxide treatments were continued 
for 3 weeks and in the experiments of figures 8 and 9 for 4 weeks. 

In a total of 24 experiments in which the fruit was exposed to 10 
percent of carbon dioxide and in 10 experiments in which it w as ex¬ 
posed to approximately 2 percent, there were 30 instances in which 
no pitting developed on either treated or control fruit. In the experi¬ 
ments in which the fruit was exposed to 10 percent of carbon dioxide 
there were three instances in which there was more pitting on the 
control fruit than on the treated lot and but one instance in which the 
reverse condition held. The results do not give any indication that 
exposure to low percentages of carbon dioxide had any tendency to 
cause pitting. 

In the 34 carbon-dioxide tests mentioned above there were 4 in¬ 
stances in which peteca occurred and in 3 of these it w as worse on the 
treated than on the control fruit. If peteca is to be considered a form 
of pitting, this record just balances the favorable contrast reported 
above, leaving the effect of low percentages of carbon dioxide null. 

EFFECT OF OILED WRAPPERS AND WAXINO 

Lemons that were waxed and those that were packed in heavily 
oiled wrappers developed less pitting than those stored without these 
treatments. This is shown in figures 3 to 9, inclusive. When com¬ 
pared with the controls, the treated fruit showed approximately three 
times as many instances of a definite decrease as of a definite increase 
in pitting. The results indicate a similar or even greater decrease in 
the peteca form of pitting on the fruit that received an oiling or waxing 
treatment. 

RED BLOTCH 

Red blotch, or adustiosis, is a peel defect that is much shallower 
and more diffuse than pitting, although in some instances it seems to 
shade gradually into the milder or shallower type of pitting (p. 798). 
The diseased area is reddish brown in color, and in early ana marginal 
stages of the disease it appears to be made up of an aggregation of 
small brown dots, but later a more continuous browning develops. 
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In the present experiments red blotch lias been of relatively rare 
and rather erratic occurrence. It was not found on lemons that were 
mature when placed in storage and was far more common on green 
than on silver lemons. It was found almost exclusively on fruit stored 
at 36° or 40° F., with an occasional occurrence at 32° and 50° but 
never at 60°. 

Either by chance or otherwise, the lots that were exposed to carbon 
dioxide remained entirely free of the disease. Fruit that was waxed or 
held in heavily oiled wrap¬ 
pers developed as much 
red blotch as the controls. 


MEMBRANOUS STAIN 

CHARACTERISTICS 

Membranous stain, or 
membranosis, is charac¬ 
terized by a browning or 
darkening of the mem¬ 
branes or carpellary walls 
between the segments. 
This condition is shown in 
figure 10. The central 
core tissues and the inner 
tissues of the rind are also 
soinetiinos aftecte< 1. The 
disease can be detected 
only when the lemons are 
cut. 

Membranous stain, es¬ 
pecially in its milder forms, 
was by far the most preva¬ 
lent disease found in the 
present experiments. The 
record of its occurrence is 
shown in figures 3 to 9, 
inclusive. 



FIGURE 10.—Membranous stain as seen in longitudinal section 
of a silver lemon that was held 13 weeks at 40° F. 


EFFECT OF TEMPERATURE 

Membranous stain showed an extreme response to temperature. 
Lemons stored at 32° F. usually remained practically free from the 
disease; whereas those held at 40° usually were seriously affected, in 
many cases but little of the fruit remaining free. In the few r tests in 
which the fruit was held at 31° or 34° the results were similar to those 
at 32°. There was much less membranous stain at both 36° and 50° 
than at 40° and far less at 60° than at 36° or 50°, yet the amount of 
stain at 60° was much greater than at 32°. 

In most of the experiments the lemons were held at 70° F. for a 
week after removal from storage. Membranous stain did not increase 
during this period. This fact would seem to prove that the elimina¬ 
tion of the disease at 32° was permanent and not due to any tempo¬ 
rary inhibition of oxidation or related processes. 

The extreme temperature response of membranous stain and its 
sharp divergence from that of pitting make an interesting background 
for speculation as to the fundamental causes of the two diseases. 
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With fruit that was moved from one temperature to another the 
development of membranous stain seemed in general to be in accord 
with the relative periods at the two temperatures. Fruit held at 32° F. 
for 1 or 2 weeks before being stored at 50° or 60° usually developed 
less membranous stain than that held continuously at the higher 
temperatures, and fruit held at 40° for 1 or 2 weeks before being 
stored at 50° or 60° usually had more stain than that held continuously 
at the higher temperatures. 

In the experiments reported in figure 3, green and silver lemons 
that were held at 100° F. for 21 hours before being stored at 40° 
developed less membranous stain than those that were placed imme¬ 
diately at 40°. 

EFFECT OF CARBON DIOXIDE 

Increasing the carbon dioxide content of the storage atmosphere 
decreased the occurrence of membranous stain. 

In the experiments in which the lemons were exposed to a high 
percentage of carbon dioxide for 2 or 3 days before being stored 
(figs. 3-5) there were 10 instances in which there was more mem¬ 
branous stain in the controls than in the treated fruit and 5 instances 
in which the reverse was true. In two lots stored at 32° F. the 
treated lemons had more of the disease than the controls. At this 
temperature both the treated and control lots remained remarkably 
free from membranous stain. 

With fruit held for several weeks in constantly renewed atmospheres 
to which 10 percent of carbon dioxide had been added (figs. 7 0) there 
were 12 instances in which membranous stain was greater on the root ml 
fruit and 2 instances in which it was greater on the treated fruit. 

Experiments were made in which the carbon dioxide from respira¬ 
tion was allowed to accumulate in tjie storage chamber. In 11 of 
these experiments the carbon dioxide was held at approximately JO 
percent and in 12 it was held at 2 to 3 percent (figs. 0 -9). There were 
more instances in which the membranous stain in the control fruit ex¬ 
ceeded that in the treated fruit than there w ere of the reverse condition. 

The results indicate that the presence of carbon dioxide in the 
storage atmosphere is beneficial rather than harmful so far as mem¬ 
branous stain is concerned. The favorable effect of exposure to 
carbon dioxide, together with the favorable effect of low r temperature, 
w r ould suggest the possibility that the control in both cases is due to 
suppression of oxidation. 

The lack of harmful effects from exposure to carbon dioxide does 
not prove that some form of ventilation or air circulation may not 
be beneficial. There may be other respiratory products that accu¬ 
mulate to a harmful degree. A comparison of the fruit that was 
confined, either for carbon dioxide treatment or as controls, with that 
held in the open (figs. 5-9) shows that there were a few more instances 
of membranous stain on the confined fruit exceeding that on the 
fruit in the open than there were of the reverse condition; but the 
contrast is hardly great enough to suggest a practical significance. 

EFFECT OF OILED WRAPPERS AND WAXING 

Waxing the lemons tended to decrease the development of membra¬ 
nous stain (figs. 3, 4, 6-9). At 32° and 60° F. little membranosis 
developed on either treated or control lots. When compared with 
the controls, the treated fruit showed approximately four times as 
many instances of a distinct decrease as of a distinct increase in 
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membranous stain at 40° and 50°. The few experiments with heavily 
oiled wrappers gave results that were favorable rather than otherwise. 

Waxing and the use of heavily oiled wrappers would be expected to 
increase the carbon dioxide and decrease the oxygen content of the 
internal atmosphere of the fruit, and it is possible that their favorable 
effect is to be explained on the same basis as that of the carbon dioxide 
treatments. 

WATERY BREAK-DOWN 

CHARACTERISTICS 

In low-temperature storage the lemons sometimes became water- 
soaked, soft, and spongy, as if frozen. Both the peel and the pulp were 
usually involved. The term “watery break-down ,, is suggested for this 
diseased condition. A similar disease has been reported in grapefruit. 6 

STORAGE RESPONSE 

The disease was confined to lemons held for long periods in storage 
at 31° or 32° F. In some cases 25 percent or more of the fruit was 
affected at the time of romoval and there was usually an equal or higher 
percentage of the, fruit that became watery when held for a few days 
after removal. Green lemons remained relatively free of the disease, 
but silver and mature lemons became badly affected. Lemons that 
were exposed <o high temperature or to high percentages of carbon 
dioxide before being stored at 32° had far more of the disease than 
those that did not receive these treatments. 

Watery break-down is evidently a low-temperature suffocation 
type of disease. 

SCALD 

The term “scald” is sometimes used for injuries resulting from 
chemical treatments or exposure to high temperature. In the present 
experiments scaldlike injuries were occasionally found in low-tempera¬ 
ture storage. With green lemons, the disease was characterized by a 
general disappearance of the green color and a slight depression of the 
affected peel. With silver and mature lemons no depression was 
evident, and the diseased condition was indicated by a color change 
of the peel from normal yellow to a honey yellow or cinnamon buff. 7 
The trouble was sometimes associated with watery break-down and 
is probably closely related to that disease, yet no instance was ob¬ 
served in which one disease developed into the other. 

INTERNAL DECLINE 

Internal decline, or endoxerosis, w r as found occasionally in the 
present experiments, but with little if any reference to storage condi¬ 
tions. The disease is characterized by a breaking down and drying 
of the internal tissue, particularly that near the stylar end. 

FIRMNESS AND COLOR 

Notes were taken on the effects of the different treatments upon 
the color and firmness of the fruit, and the results were recorded as 
percentages. Lemons showing ideal firmness w r ere given a rating of 
100 and softer lemons a lower rating. Fruit that had the most desir¬ 
able color for immediate marketing was rated at 100; that w r hich was 

^Brooks, C., and McCulloch, L. P. some storage piskases ok grapefruit. Jour. Agr. Research 
52: 319-351, illus. 1936. 

* Ridgway, R. color standards and color nomenclature. 43 pp., illus. Washington, D. O 21112 
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greener was given a lower rating and that which had too much brown 
m the yellow was given a higher rating. The results from two of the 
experiments are shown in figures 11 and 12. The results from the 
other experiments were in general agreement with these but showed 
slightly less contrast. 


GREEN LEMONS STORED AT — 



FIRMNESS (PERCENT) COLOR (PERCENT) 

FuiUKK 11. K licet of storage conditions upon the firmness and color of lemons. (Irmi and silver lemons 
stored March 20,1034; record mnde 12 weeks Inter. 

The effects upon color were more pronounced with green lemons 
than with silver lemons. Tlio rate of color development usually 
increased with an increase in the storage temperature. 
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Fkjure 12.- KfTcct of storage conditions upon the firmness and color of lemons. Green and silver lemons 
stored January 23, 1935; record made 1C weeks later. 

Carbon dioxide treatments usually delayed color development, 
especially in the prestorage treatments with high percentages of 
carbon dioxide. 

Color usually developed more slowly in waxed than in unwaxed fruit. 

The firmness of the fruit usually decreased with a rise in the storage 
temperature. Fruit held for 1 to 3 weeks at a lower temperature before 
being moved to a higher usually showed decidedly greater firmness 
thajl that held continuously at the higher temperature. 
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Carbon dioxide treatments bad little, if any, effect upon loss of 
firmness. 

“Waxing had a most pronounced effect in delaying the loss in firm¬ 
ness, especially at the higher temperatures. 

In the tests reported in figure 11 several of the waxed and unwaxed 
lots were weighed before and after being stored, and it was found that 
the loss in weight of the waxed fruit was 75 to 95 percent less than that 
of the control fruit. 

SUMMARY 

Certain storage diseases of lemons are described and experiments are 
reported showing the response of these diseases to storage conditions. 

The storage lots were small but great care was taken in selecting 
them. 

Fruit was held in storage at 32°, 36°, 40°, 50°, and 60° F. 

During the first 6 or 8 weeks of storage there was more decay at 
the higher temperatures, but with longer storage this was sometimes 
reversed, apparently because of decay following watery break-down 
and pitting. 

Carbon dioxide failed to cheek altcrnaria decay. 

Pitting did not occur in 50° F. storage and was seldom serious at 
50°, but was the great limiting factor in storage at lower temperatures. 
It was much worse at 32° and 3fi° than at 40°. 

Holding the lemons at 32°, 30°, or 40° F. for 1 or 2 weeks before 
storing them at a higher temperature did not increase pitting. 

Prestorage treatments with high percentages of carbon dioxide 
tended to decrease pitting. 

Waxed lemons developed less jutting than unwaxed ones. 

Membranous stain showed most pronounced temperature response. 
Its occurrence at 32°, 36°, 40°, 50°, and 60° F. stood approximately in 
the order of 1, 12, 22, 8, and 2 percent respectively, with usually only 
a small amount of the disease at 32° and 75 to 100 percent of the fruit 
affected at 40°. 

Fruit held at 32° F. 1 or 2 weeks before being stored at 50° or 60° 
usually developed less membranous stain than that held continuously 
at the higher temperature, but when held at 40° 1 or 2 weeks before 
being stored at 50° or 00° it sometimes developed more. 

Carbon dioxide gas storage decreased membranous stain. This was 
true with fruit receiving j>restorage treatments with high percentages 
of carbon dioxide and with that exposed for several weeks to low 
percentages produced either by the addition of carbon dioxide to the 
atmosphere or by building it up by means of the fruit respiration. 

Waxed fruit usually had less membranous stain than umvaxed. 

Watery break-down was sometimes serious in 32° F. storage but did 
not occur at higher tempera tures. Scald and red blotch were occasion¬ 
ally found on fruit held at low temperatures. 

Prestorage treatments with high percentages of carbon dioxide 
tended to delay color development. 

Waxed fruit lost weight and firmness very much more slowly than 
unwaxed fruit. 

No injury resulted from the accumulation of low percentages of 
carbon dioxide in the storage atmosphere, and none from prestorage 
exposure to high percentages of carbon dioxide. 




PRODUCTION OF SYNTHETIC MYCORHIZA IN THE 
CULTIVATED CRANBERRY 1 


By Henry F. Bain 

Senior pathologist. Division of Fruit and Vegetable Crops and Diseases , Bureau of 
Plant Industry , United States Department of Agriculture 

INTRODUCTION 

Investigations in the Ericaceae have played an important role in 
the broader study of relationships existing between mycorhizal fungi 
and their host plants. Many species of the family, particularly those 
growing in peat and raw humus soils, regularly have mycorhiza of a 
rather uniform type, in which the epidermal or cortical cells of the 
roots are filled with compact masses of fungus mycelium. According 
to some investigators, the mycorhizal fungi invade above-ground 
organs as well as roots of the host, the mycelium in this case being 
generally distributed throughout the plant in a highly attenuated 
and sparsely developed form. Extraordinary significance has been 
ascribed to this systemic form of infection, as the fungus is considered 
to furnish an indispensable stimulus to root production by the host 
plant. Other investigators have questioned the existence of systemic 
infection and its obligate relation to root production. Some workers 
suspect that the mycorhizal fungus supplies nitrogen to its host, 
either by making nitrogenous compounds m the peat available or by 
directly fixing atmospheric nitrogen; others doubt whether the host 
derives any benefit from its endophyte. The present paper adds to 
this general subject some observations on the mycorhiza of the cul¬ 
tivated cranberry, Vaccininm macrocarpon Ait. 

REVIEW OF LITERATURE 

A critical review of the literature is essential to an understanding 
of the discordant views held by present investigators. Stahl in 1900 
(32)- grew seedlings of Vaccivium myrtillus in sterilized soil and re¬ 
ported that they were mycorhiza-free but developed as well as 
mycorhizfl-infected plants. Ternetz in 1907 (37) reported that several 
strains of a fungus described as Phoma radicis, isolated from roots of 
different ericaceous species, were able to fix atmospheric nitrogen. 
The identity of the isolated strains with the root endophytes was not 
established because mycorhiza-free plants could not be secured for 
inoculation tests, even by growing plants from surface-sterilized seed 
planted in peat sterilized at 120° (\ on 2 successive days. Ternetz 
reasoned that the mycorhizal fungus must have been present in the 
seed, and in confirmation reported finding brown hyphae, similar to 
those occurring on ericaceous roots, in seed coats of Cattuna, vulgaris, 
one of the plants with which she worked. After considering various 
wavs in which the mycelium might have reached the seed, Ternetz 
inclined toward the view that infection takes place during bloom. 

1 Received for publication Fob. 3,1937; issued February 1937. 

" Reference is made by number (italic) to Literature Cited, p. 834. 
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In a series of publications beginning in 1911, Rayner gradually 
developed the hypothesis of systemic infection and obligate symbiosis 
in the Ericaceae. Her first (joint) paper (23) suggested that myco- 
rhiza might be an important factor m accounting for the natural 
distribution of Calluna vulgaris . Working with the same plant, she 
reported in 1913 (16) finding seed-coat infection in unopened capsules 
and isolated a fungus from surface-sterilized mature seed which “has 
since then been identified with the species occurring as mycorhiza in 
the roots” (16, p . 70, footnote ). Fungus-free cultures of seedlings 
were obtained when the strength of the sterilizing solution (mercuric 
chloride) was increased to 1 percent. Rayner interpreted this to 
mean that the seed-coat-inhabiting mycorhizal fungus had been 
effectively eliminated and that in consequence these seedlings were 
truly mycorhiza-free. All such seedlings failed to produce normal 
roots. In 1915 '(17) she reported success in stimulating similar 
“mycorrhiza-free” seedlings to form roots and grow normally on an 
agar substrate by inoculating the cultures with a Phoma isolated 
from unopened fruits. The circumstance of root stimulation was 
considered to prove not only that the Phoma was identical with the 
Calluna endophyte but also that the relation between root formation 
and mycorhizal infection was obligate. As will be pointed out later, 
the Phoma did not produce typical mycorhiza in the inoculated seed¬ 
lings. Unlike Ternetz, Rayner was of the opinion that the fungus 
reached the seed by growing up through stem and fruit tissues and 
that seedlings subsequently became infected by hyphae from seed 
coats growing into roots shortly after germination. Microscopic 
examination revealed fine hyphae in leaves and stems of the plant. 
The final link in the development of Rayner's hypothesis appeared 
in 1922 (19), when she referred her Phoma to the nitrogen-fixing 
P. radicis of Ternetz and, by accepting the identity of the fungi, 
considered that her findings confirmed and extended those of Ternetz. 

Christoph in 1921 (6) first seriously questioned Raynor’s work. 
He isolated a nonfruiting fungus from roots of Calluna vulgaris , 
which produced typical mycorhiza when inoculated into the soil in 
which Calluna seedlings and cuttings w r ere growing. The fungus was 
obviously not Phoma radicis . Uninoculated plants grew normally 
and remained free from mycorhiza, in some cases for more than 2 
years. Christoph started his plants in sterilized soil, but afterward 
grew them in open pots unprotected from contamination. Rayner 
(18) promptly replied to this article by criticizing Christoph's work 
on the three grounds that the seeds were incompletely sterilized, 
that they were not grown under aseptic conditions, and that the 
microscopic technique employed in making the examination for 
infection was inadequate. She charged that Christoph completely 
overlooked the “fine mycelium” type of infection, which w r as undoubt¬ 
edly present in his unmoculated plants. On her part, Rayner min¬ 
imized the fact that Cliristoph’s fungus produced the “knot” form of 
mycorhiza in roots of plants growing in previously sterilized soil. 

Dufr^noy (8) in 1917 reported that the endotrophic mycorhizal 
fungus associated with root tubercles of Arbutus unedo extended 
throughout all organs of the plant in that species. After death of 
sepals, petals, and leaves, the fungus continued to grow saprophytically 
and in that stage produced conidia. The fungus was also said to 
sporulate on rootlets which it had previously parasitized. By 
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implication the fungus was considered to be a strain of Phoma radicis. 
It was not isolated from the plant. Working with the same host 
species, Rivett in 1924 (26) concluded that the tubercles were pri¬ 
marily caused by a fungus growing ectotrophically and that the 
“knot” form of endotrophic mycorhiza developed in them somewhat 
later. Nontuberculate roots were frequently infected with the 
attenuated form of hyphae. It was assumed that the three types of 
mycorhiza—the ectotrophic and both endotrophic forms—were 
caused by a single fungus, although no isolations were made. 

A reinvestigation of the whole problem of mycorhiza in Calluna 
was reported by Raynor (20) in 1925. Essentially the same conclu¬ 
sions were reached. Some new do tails regarding distribution and 
time of development of mycelium in the plant were given. She stated 
that “fungal mfection and the stimulus to development associated 
with it on the one hand, and the formation of root mycorhiza on the 
other hand, must be regarded as distinct phenomena” (20, p. 285), 
although the same fungus was believed to bring about both condi¬ 
tions. When Raynor repeated Christoph's experiment of growing 
cuttings in sterilized peat, she found that after 8 months the roots 
appeared to be free from mycelium; i. e., like Christoph's check plants, 
they failed to develop the “knot” type of mycorhiza. However, she 
insisted that the attenuated form of the endophyte was present. 

In 1928 Doak (7) briefly reported isolating a mycorhizal fungus 
from roots of Vacciniurn corymoosum and V. pennsylvanicum, which 
produced mycorhiza in “sterile seedlings.” Normal root and stem 
development did not depend on the presence of the fungus. The 
fungus resembled Rhizoctonia. Unfortunately, a complete account 
of these investigations has not been published. 

Using a culture of Phoma radicis callunae, isolated by Rayner in 
1924, Jones and Smith (12) in 1928 reported that the fungus fixed a small 
amount of atmospheric nitrogen but exhibited unmistakable growth 
response when available nitrogen was added to tho culture solution. 
The authors felt that the study ought to be repeated with a newly 
isolated strain of the fungus. 

The notion of systemic infection was carried still further by Rayner 
in 1929 (21), when she reported that in the genus Vacciniurn tin* 
endophyte penetrates into the endosperm of tho developing seed. 
The investigation dealt largely with V. macrocarpon and V. oxy coccus, 
though ovarial infection by fine hyphae was reported for seven species 
of the genus. Fruit infection was detected as early as July. In 
mature seed the embryo alone lacked infection. When seed were 
aseptically transferred to agar from surface-sterilized berries, the fine 
hyphae in the seed coat and endosperm became active and penetrated 
into the developing hypocotyl but did not grow into the agar, a 
circumstance that appeared “very puzzling” (21, pp. 60-61). Despite 
the fact that the endophyte was never isolated from any part of the 
cranberry plant, it was assumed that the mycorhizal fungus was a 
strain of Phoma radicis. Seedlings were grown on agar with and 
without seed coats removed. In both cases they grew well but rooted 
irregularly, and roots in contact with the agar browned early. Roots 
and stems of the seedlings were found to be sparsely infected with 
fine hyphae. It was argued that since the endosperm is infected the 
seedlings likewise must he infected; consequently, it is impossible to 
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follow the classic method of inoculating fungus-free plants with a pure 
culture of the endophyte in Vaccinium species. Concerning the 
failure of the seodlings to develop the “knot” type of mycorhiza in 
agar cultures, the following statements appear (21, pp . 6ti-68): 

[Mycorrhiza formation! is an annual event, influenced largely by soil conditions. 
* * * The direct relation of mycorrhiza formation to soil constitution is 

emphasized once more, and in Vaccinium there can be little doubt of its immediate 
connexion with an abundant supply of natural humus. * * * Mycorrhiza 

formation fin Vaccinium 1 is likewise hindered by certain conditions in the rooting 
medium. * * * the formation of mycorrhiza is partially inhibited in the 

roots of both species \Vaccinium and Calluna] when grown in a sterilized medium. 

In 1929 Knudson (13) reported growing seedlings of Calluna ml- 
garis for more than 2 months without the formation of mycorhiza. 
The plants rooted normally. Seed were surface-sterilized with cal¬ 
cium hypochlorite solution and planted on nutrient agar in test tubes. 
The agar slants remained sterile except one series in which the seed 
contained a considerable amount of chaff. All the cultures in this 
particular series developed an Alternaria , which was unable to pene¬ 
trate into the roots. Phoma did not appear in any of Knud son’s 
cultures, and no attempt was made to isolate the endophyte from roots 
of naturally infected plants. 

Rayner immediately criticized Knudson’s work, claiming that, ho 
used imperfect sterilization methods and then overlooked infection 
in his seedlings because of faulty technique. She stated (22, pp. 383- 

. 384 ): 

In imperfectly sterilised cultures [i. e., those in which llie Phoma presumably 
occurring in the seed coats is not killed] in an aseptic rooting medium typical 
mycorrhiza is not formed; mycelium is casual in distribution, often very sparsely 
developed, and may be extremely difficult to put in evidence in the earlier stages of 
growth. * * * The early stages of infection in cultures such as those de¬ 
scribed show no hyphal complexes within the root cells * * *. The two 

phenomena—infection of the seedling at germination and the formation of mycor¬ 
rhiza- are distinct; the former is invariable, the latter conditioned by the nature 
of the rooting medium * * * Presumably, by “root infection” Kimdson 

understands the formation of the characteristic hyphal complexes found in typical 
('alluna mycorrhiza. In my experience, these are never formed in a sterile agar 
rooting medium of the kind used * * *. Knudson’s conclusions tend to 

confirm those reported by Christoph because he has employed a similar technique 
and does not appreciate the true character of seedling infection as distinct from 
mycorrhiza formation. 

Further support for the nitrogen-fixing ability of Phoma ra d ir is 
callunae was reported in 1929 by Rayner and Smith (24). In the 
course of a physiological investigation of the fungus it was found that 
both the fungus and Calluna seedlings thrived better when nitrates 
and other forms of combined nitrogen were left out of the nutrient 
media. Strains of the endophyte were said to exhibit a high degree of 
specialization toward their respective host plants. On the subject of 
mycorhiza formation it was again stated (24, p. 287) that “(* * * 

roots although infected by mycelium do not develop functional mycor¬ 
rhiza in a sterilised substrate).” 

Investigating the nutrient requirements of the cranberry (Vac¬ 
cinium macrocarpon) in 1931 and 1932, Addoms and Mounce (/, 2) 
concluded that the mycorhizal fungus alone was not able to supply the 
plant’s demand for nitrogen. Rooted cuttings were grown in sand in 
open pots. Fungus mycelium, presumably of Phoma radicis, was 
observed in above-ground plant parts, including fruit and seed, as well 
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as in roots. There appeared to be a positive correlation between the 
amount of mycelium present and vigor of growth in the host plant. 
Isolation of the fungus was not attempted. 

Two important contributions to the subject appeared in 1933. 
Knudson (14) repeated his experiments with Calluna with greater 
precision and presented new evidence that calcium hypochlorite 
effectively sterilized the seed. Using Rayner's microscopic technique, 
he was again unable to detect mycelium of any kind in seedlings grown 
on agar. Root formation was completely inhibited on such agar 
substrates as potato dextrose and those containing peptone, but 
seedlings rooted normally on favorable media, i.e., the rooting response 
was obviously controlled by the composition of the substratum. 
Again Phoma failed to appear in any of the cultures. Friesleben (9) 
isolated from the roots of Vaccinium myrtillm a mycorhizal fungus 
that reproduced the “knot” type of mycorhiza in seedlings grown from 
surface-sterilized seed. The fungus, which failed to fruit, was ten¬ 
tatively called Mycelium radicis myrtilli. The plants were grown in a 
peat-sand mixture, in Masks that were sterilized and handled asepti- 
cally throughout the experiment. Employing Raynor’s technique, 
Frieslebon was unable to find the attenuated form of infection in his 
“sterile” plants. In one important respect his results confirmed those 
of Raynor, namely, that seedlings in the fungus-free flasks failed to 
produce roots and soon died. 

Using the same technique as before, Frieslebon (10) in 1934 isolated 
four root fungi from three Vaccinium species (two strains from V. 
rnyrtillus and one each from V. vitis-idaea and V. vliginomm), each 
of which induced formation of true mycorhiza not only in its original 
host plant but also in the other three species of Vaccinium and in V. 
orycoccH* as well. Stimulation to root and shoot growth accompanied 
synthesis in all cases. None of the fungi fruited. Still more import¬ 
ant, Friesleben found that the stimulus to root formation in sterilized 
peat was brought about equally well by several nonmycorhiza-forming 
fungi isolated from soil surrounding roots and from surfaces of vege¬ 
tative parts of native plants. A culture of Rayner’s Phoma, rad kin 
callunae parasitized V. oxycoccus but reacted toward V. viiw-idaea in 
the same manner as the other nonmycorhiza-forming fungi. These 
discoveries compelled Friesleben to abandon the idea of specific and 
obligate symbiosis in Vaccinium and to hold instead that root suppres¬ 
sion is due to an unfavorable condition in the rooting medium, which 
may be corrected by the presence of various fungi w hether or not they 
are mycorhiza forming. He pointed out that fungi might alter the 
substratum either by secreting substances needed by the higher plant 
or by breaking down toxic substances produced during sterilization. 

A comprehensive series of experiments with ericaceous mycorhiza 
w'as reported by Friesleben in 1935 (11). Seedlings of 21 species in 13 
genera, representing all except 2 tribes of the Ericaceae, were grown 
in sterilized peat, and except for the tribe Arbuteae all the species 
exliibited growth repression similar to that found earlier (10) in 
Vaccinium species. The repressive effect disappeared when the 
sterilized peat was inoculated with living cultures either of the root- 
fungi previously isolated from Vaccinium spp. (10) or of certain other 
nonmycorhiza-forming soil fungi. Mycorhiza was produced by the 
Vaccinium endophytes in most of the species. Seedlings in asymbiotic 
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cultures on favorable nutrient agar rooted and grew well, but not 
quite so vigorously as in inoculated sterilized peat. On the other 
hand, repressive effects similar to those of sterilized peat developed 
in cultures on the following media: (1) Ether, alcohol, and water 
extracts from peat; (2) agars containing peptone, malt extract, and 
potato; and (3) extracts from fungus mycelium. Friesleben concluded 
that the stimulating effect of fungi on heath plants is brought about 
by inactivation, destruction, or absorption of repressive substances in 
the rooting medium, rather than by secretion by the fungi of sub- 
stancos stimulating to the higher plant. 

In the mass of conflicting evidence and opinion outlined above, 
investigators have agreed that ericaceous plants generally possess 
mycorhiza! fungi in a form variously referred to as “hyphal complex,” 
“knot,” or “Hyphenknauel,” because of the typical structures pro¬ 
duced by the fungi in root cells. Fungi isolated from these “hyphal 
complexes” have been found to reproduce similar structures under 
experimental control in Calluna vulgaris (by Christoph), Vaccinium 
corymbosum and V. pennsylvanicum (by Doak), and V. myrtillus , V. 
vitis-idaea , and V. uliainosum (by Friesleben). Friesleben *s Vaccinium 
endophytes also produced the hyphal complex type of myoorhiza in 
10 additional genera of Ericaceae, including C. vulgaris. The endo¬ 
phytic fungi isolated by these investigators failed to produce spores 
when grown in puro culture. Plants grown in the absence of the 
endophytes apparently developed normally when certain other neces- 
* sary conditions were provided. 

On the contrary, there has been lack of agreement regarding the 
role attributed to Phoma radicis . Kayner’s views have been repeatedly 
and clearly set forth, as indicated by excerpts in the foregoing review. 
Two of the fundamental claims she makes for the fungus have been 
placed in a doubtful category by other workers, since (1) root suppres¬ 
sion has been attributed (by Knudson and by Friesleben) to factors 
inherent in the rooting medium rather than, as Rnyner postulates, to 
lack of Phoma in the plants and (2) the actual existence of systemic, 
infection in the form of “fine hyphae” has been openly questioned. 
Confirmation of the latter phenomenon has come only from observers 
(Dufr6noy, Rivett, Addoms and Mounce) who have examined ma¬ 
terial microscopically but have not attempted to grow the fungus 
and host apart from one another. Those who have isolated endo¬ 
phytes from roots (Christoph, Doak, and Friesleben) or who have 
grown plants for the specific purpose of determining whether my- 
corhiza is indispensable (Stahl and Knudson) have not confirmed it. 
The widely circulated view that P. radicis is the fungus causing true 
mycorhiza in the Ericaceae is not based on experimental proof, since 
every strain of Phoma so far isolated has failed to produce the hyphal 
complex form of mycorhiza under controlled conditions (Ternetz; 
Rayner; and Friesleben (10, p. 449)). 

SCOPE OF THE PRESENT INVESTIGATION 

The present paper reports isolation of root endophytes from four 
ericaceous species —Vaccinium macrocarpon Ait., V. canadense Kalm., 
Ohamaedaphne calyculata (L.) Moench, and Ledum groenlandicum 
Oeder.—and a method of synthesizing mycorhiza in a sterilized agar 
medium. Although the endophytes from the four host plants have 



Dec. 1,1937 


Production of Synthetic Mycorhiza in the Cranberry 817 


not fruited, marked growth differences in culture leave little doubt 
that the fungi are specifically distinct, and none of them resembles 
Phoma radicis as described in the literature or as compared with a 
culture of P . radicis callunae Rayner, obtained from the Central- 
bureau voor Schimmel Cultures in Baarn, Netherlands. Originating 
from three different host genera, all four fungi produce hyphal com¬ 
plex infections in roots of cranberry seedlings (V. macrocarpon) grown 
on agar under puro-culture conditions. The freedom with which the 
fungi penetrate roots, as well as the rooting response of seedlings, is 
shown to be markedly influenced by the constitution of the substrate. 

ISOLATION OF THE ENDOPHYTES 

The cranberry endophyte was isolated from roots of seedlings grown 
in the greenhouse in Washington, I). C., in peat brought from a com¬ 
mercial cranberry planting m Wisconsin the previous fall and kept 
moist until used. Seeds were planted in January and February 1932. 
Seedlings started emerging about 3 weeks after planting, and a month 
later some of the roots on most plants were typically infected with the 
hyphal complex form of mycorliizal fungus. 

Isolations were made without previous surface sterilization of the 
roots. Roots were thoroughly washed in sterilized water with a soft 
camePs-hair brush and layers of epidermis one cell in thickness were 
stripped from them with No. 12 steel needles. After the positions of 
favorably located infected cells had been carefully noted under the 
compound microscope, the strips were transferred to a watch glass, 
where the epidermal tissue was further dissected into pieces of some 
half dozen cells or less, containing a minimum number of infected 
cells. Five or six of these pieces were transferred to the surface of a 
thin layer of nutrient agar on a cover glass, covered with a small drop 
of clear water agar, and then inverted over a Van Tieghem cell with 
a drop of sterile water in the bottom. In the most favorable prepara¬ 
tions the pieces of epidermis lay parallel to and near the cover glass, 
completely embedded in agar, so that growth from the mycorliizal cells 
could not only be watched under a 4-mm objective but could also be 
photographed in situ with a fair degree of success. 

Out of a large number of slides prepared in this manner, most of the 
tissue pieces remained sterile, a few were evidently contaminated, and 
16 yielded pure cultures of the endophyte. As observed under the 
microscope, the first indication of growth in the mycorliizal cells was 
an increase in the mass of internal hyphae, sometimes to the extent of 
distending the cell walls considerably before the hyphae broke through. 
Some 40 hours or so after the cultures were started, hyphae began to 
pierce the walls and to grow into the agar at an extremely slow’ rate. 
The slides were held under observation for at least 6 days, after which 
the developing fungus growths were transferred to test tubes of 
nutrient agar. Plate 1, A to C, illustrates the development of hyphae 
in one such preparation that contained three “mycorliizal cells*' 
(indicated as a, b, and c). In plate 1, A, photographed 44 hours after 
the slide was prepared, a hypha had just emerged from cell a; there 
was no growth from the other two cells. In B, 92 hours old, a second 
hypha had made its appearance, coming from cell 6. C show’s the 
condition at 139 hours, with cell c greatly swollen by the development 
of internal hyphae. A short time later, numerous hyphae grew out 



818 Journal oj Agricultural Research voi. 55 , no. 11 

from cell c and the entire piece was transferred to a test tube. 1) shows 
another preparation photographed when 6 days old, in which several 
hyphae had emerged from the torn end of the single mycorliizal cell. 

* The same method of isolation was followed with the other three host 
species except that, instead of using roots of seedlings, mature plants 
were dug, all fine rootlets were removed, and the plants were reset in 
the same soil. Isolations were made from newly formed rootlets as 
soon as mycorhiza formation was evident. This part of the work was 
earned out during the summer of 1932 in Wisconsin, where equipment 
was lacking to make photographic records; however, the development 
of hyphae was very carefully noted under the liigh powers of the 
microscope. Vaccinium canadense gave exceptionally satisfactory 
preparations, as the infected epidermal cells separated easily and two 
transfers of completely free single cells were obtained, each of which 
yielded a culture of the fungus. A total of 8 isolations of the V 
canadense endophyte, 14 of the Chamaedavhne endophyte, and 2 of 
the Ledum endophyte were secured. All fungi from each host plant 
were identical in culture. 

CULTURAL CHARACTERISTICS 

The cultures were subsequently grown on a wide variety of media, 
including most of the common laboratory sorts, and were subjected to 
various light and temperature conditions in unsuccessful attempts to 
induce sporulation. Aside from the fact that all four fungi have 
septate hyphae, no morphological characters have been developed that 
would help to determine their systematic relationships. The most 
prominent characteristic of the fungi as a group is their extremely slow 
rate of growth, the cranberry fungus having a radial growth of about 
0.25 mm per day at room temperature on most media; the blueberry 
( Vaccinium canadense) fungus, about 0.10 mm; the Ledum fungus, 
about 0.20 mm; and the CKarnaedaphne fungus, about 0.40 mm. 

Individual hyphae of the cranberry fungus are invariably hyaline. 
On some media they remain relatively slender and separate, with the 
definitely self-limiting colony submerged (pi. 2, A, c) f and they are 
cartridge buff 3 in color. On other media, notably on onion and 
beer-wort agars, the colony becomes semistromatic with cells greatly 
swollen and densely packed with oil globules, the fungus tissue 
eventually piling up on the surface and breaking into numerous folds 
and fissures (pi. 2, B y c). In the latter condition and in older cultures 
on some other media the colony assumes a chamois or Natal-brown 
color. 

The blueberry ( Vaccinium canadense) fungus presents an extreme 
contrast. Here the colony is dark ivy green to olivaceous black, and 
the individual hyphae are smoky, even showing a dark tinge in hyphal 
walls when forming “knots” in the lumina of cranberry root cells. 
The colony does not grow as large as the cranberry fungus (pi. 2, A , d). 
The major portion of the colony is submerged, but it is usually covered 
with a velvety layer of erect aerial hyphae about 0.5 mm in length. 
Oil globules occur in abundance on most media. 

The Chamaedaphne endophyte has hyaline hyphae that on some 
media become dark-colored with age. The colony on most media is 
dark-colored, and a thin layer of aerial hyphae above darker sub- 

* Colqr names used are according to Ridgway OW). 
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PLATE 1 



Cranberry mjcorhmil fungus isolations A, Culture No 24, 44 hours after being placed m hanging drop 
of agar. The eight-celled piece of root epidermis contains three hyphal complex cells (a, b , c). A hypha 
lias emerged from cell a, no grow th from cells b and c X 750 B, Culture No 24, 92 hours old. llypha 
at a 1ms elongated, a second h\ pha has emerged from cell 6, and cell c is t>eginning to enlarge from internal 
growth of hyphue X 500 (’, Culture No. 24, 139 hours old. Cell c is greatly enlarged by internal 

growth of hyphae X 270 D, Culture No 25, 0 days old Jlyphae emerging from torn end of single 
inyeorhizal cell X 240 
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Plate 2 



Mycorhizal fungus colonies' A, 44 days old on modified McArdle agar; 47 days old on onion agar; 
a, Chamaedaphne endophyte; b, Ledum endophyte; c, cranberry endophjtc; d, blueberry endophyte. 
Note particularly the difference in type of growth between a and 6 on onion agar and a and 6 on 
McArdle agar. X Hii. 
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merged mycelium produces a mass effect of deep olive gray to oli¬ 
vaceous black. On some media the color is deep mouse gray, with a 
margin almost colorless (pi. 2, A, a, and B, a ). The hyphae penetrate 
more deeply into the agar than do the hyphae of the two fungi just 
discussed, and in test tubes the colony eventually covers the entire 
agar surface; that is, it is not self-limiting. Oil is not ordinarily 
formed in the hyphae. 

The Ledum fungus hyphae are hyaline at first and remain so on some 
media while becoming dark with age on others. The colony is 
mummy brown to fuscous black practically to its margin. On most 
media the mycelium is submerged, but occasionally aerial tufts of 
pale gull-gray to dark olive-gray hyphae are produced (pi. 2, A , b, and 
B y b) The colony rarely extends to the edge of the agar surface. 
Oil is formed abundantly on some media and is entirely lacking on 
others. The Ledum and Chamaedaphne endophytes bear more re¬ 
semblance to each other than to any of the other fungi, but exhibit 
well-defined differences on every medium so far used (pi. 2, A and B). 

The cultures have been maintained since 1932 on a modification of 
the agar used by McArdle {15, p. 299, footnote), made up as follows: 


Grams Grams 

A^ar.^ __ ..15 to 20 Ca(NOj) 2 __. . _ . .0.50 

Maltose. _ _ _ . _ 2.0 KH 2 PO 4 ..... .25 

Dextrose-..... . 2.0 Cubic 

Soluble starch-. 2. 0 centimeters 

MgS (>4 . .. .50 HoO (distil led). ...... . . 1,000 

To this formula a small amount of peptone is sometimes added, to 


the advantage of the fungi but spoiling the usefulness of the culture as 
a source of inoculum because of the repressive effect of the peptone 
on seedling cranberry roots. Various sugars have been satisfactorily 
substituted for those named, and ammonium sulphate (NH 4 ) 2 S0 4 , may 
partly or completely replace the calcium nitrate, Ca(N0 3 ) 2 , as a source 
of nitrogen. 

SYNTHESIS EXPERIMENTS WITH THE CRANBERRY MYCORHIZAL 

FUNGUS 

METHODS AND OBJECTIVES 

After numerous attempts had been made to obtain root infection 
in cranberry seedlings growing in agar, the following method was 
found to give consistently good results: Sterile seed was planted in 
test tubes on 0.85- or 1-percent agar, made with distilled water, to 
which no nutrients of any kind were added. Sterile seed was obtained 
either by transferring seed directly from surface-sterilized sound 
berries or by treating cleaned seed with calcium hypochlorite solution 
{tO, 14, etc.) for 30 minutes or longer. In this connection it may be 
mentioned that cranberry seed germinate with much greater regularity 
if permitted to remain ill the fruit until January at a temperature 
sufficiently low r to keep the berries in prime condition {4, p . 10). 
Both methods of sterilization of seed fail to meet Rayner’s view that 
it is not possible to eliminate endosperm-borne mycelium of Phoma 
radicis from the seeds. This matter is considered at length in a later 
section, but it may be pointed out here that literally hundreds of 
plantings have been made on water agar and on nutrient agars 
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favorable to the growth of the cranberry root endophyte without 
once encountering Phoma radicis in culture (pi. 3, A to D). 

As the seed germinates the roots penetrate the agar freely and in 
most cases remain slender and bright-colored, branch naturally, and 
appear to bo normal and healthy in all respects. The plants grow for 
3 or 4 months without showing marked signs of nutritional deficienees, 
reach an average height of about 4 cm, and produce six or more true 
leaves. At the end of the period they differ from plants grown in soil 
mainly in having somewhat longer internodes, fewer and slightly 
smaller leaves, and a much reduced root system. If transplanted to 
soil from water agar while actively growing, the seedlings will thrive 
as well as soil-planted seedlings of the same age. In the tubes the 
plants may remain alive and green for a year provided the agar does 
not dry out. Exposed roots redden in bright sunlight. Plate 3, E, 
illustrates an average 16-weeks-old plant grown in water agar. 

An occasional lot of distilled-water agar proves to be somewhat 
unsatisfactory. Here the roots cease growing, after penetrating a 
short distance into the agar, and send out numerous abortive branches, 
and the entire root system loses its bright, clear color, turning brown 
or black. The aerial portion of the plant is not affected, although 
there is a tendency to produce adventitious roots above the agar. 
This is apparently a mild form of toxicity due to the medium. More 
severe cases of toxicity brought about by adding various substances to 
the agar are discussed later. 

The seedling cultures may be inoculated with the mycorhizal fungus 
at the time the seed is planted, or if it is preferred to test the sterility 
of the seed the operation may be delayed until after the seed has 
germinated. Inoculations are made simply by spreading liberal 
quantities of crumbled fungus tissue from stock cultures (p. 819/ 
among the seeds or plants (pi. 4, A). Hyphae from each piece of 
inoculum grow remarkably long distances into the nutrient-free 
medium. Mycorhiza formation takes place almost immediately after 
the slowly advancing hyphae come in contact with the roots. The 
hyphae follow the roots into the agar far beyond the depth to which 
they would otherwise penetrate, and continue to form mycorhiza as 
they advance. 

The type of infection that develops in the water-agar cultures 
appears to be identical w T ith that in natural cranberry mycorhiza. 
After entering an epidermal cell (pi. 4, B), the hypha coils and branches 
freely within the lumen (pi. 4, B and O) until the enveloping mycelial 
mass finally fills the cell completely (pi. 5, B). The end result is 
digestion or disintegration of the mycelial mass within the cell exactly 
as it occurs in nature (20, pp. 268-269). The prevailing pattern of 
infection consists of infected epidermal cells, either single or in small 
groups, separated by larger areas of fungus-free tissue (pi. 5, A and B). 
Internal hyphae have been observed to pass from cell to cell (pi. 5, C), 
but apparently the plant inhibits an extensive spread of the fungus in 
this manner; the completely infected epidermal areas often encoun¬ 
tered probably result from separate external infections. The fungus 
has never been observed to penetrate more deeply into the root than 
the epidermal layer. Infection is strictly limited to root tissue, never 
occurring above the root-stem transition zone, despite the fact that 
external mycelium frequently advances well up the stem under agar- 
culture conditions. 
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PLATE 3 



1, Sterile cranberry seed planted on modified McArdle attar February .% 1934. li, Tube of same agar 
inoculated w it li cranberry root endophyte ('and 1), Same cultures as in ,1 and 11, 29 days later Note 
that seed culture remained sterile although medium is favorable to growth of endophyte E, Average 
Hbweeks-oUl cranberry seedling grow » on sterile distil led-water agar. X 1 1 j 
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PLATE 4 



l, (Mill,ure of mulberry seedlings on distilled-vuitor apar, pJaufed January JA, 193t, inoculated with (he 
cranberry root endophyte January 29; photopraphed February 28 Plant a was remo\ ed March 10, w hen 
photomicrographs of mycorhiza, reproduced in plate 5, A and Ji, were made from its roots XI 1 -* H, 
Cranberry mycorhizal funpiis entering epidermal cells of cranberry seedling loot in distdled-wuter apar 
culture, seed planted January 15. 1934, inoculated January 29, photopraphed March 13 X 903 < \ 

Epidermal coll almost filled by mycorhual mjeelial complex. From same culture as li, photographed 
March 24, 1934 X 903 . 
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Several questions immediately arise in regard to the significance of 
infections obtained in the manner described. Do they provide con* 
elusive proof that the fungus is in fact identical with the endophyte 
that produces similar structures under natural conditions? In other 
words, is this true mycorhiza formation? Or is it more probable that 
the plants are partly starved when grown on nutrient-free agar and 
consequently have lost their ability to resist invasion by the fungus? 
Is the plant either injured or benefited as a result of the infection? 
Will fungi from other sources produce similar formations in the roots? 
Is Phoma radicis present systemically in both inoculated and uninoc¬ 
ulated plants? If Phoma } rather than the fungus isolated by the writer, 
is the true endophyte, why does it not produce the “mycelial com¬ 
plexes” under these conditions as the cranberry fungus does? In an 
attempt to answer these and related questions numerous experiments 
have been conducted. 

Agar rather than sterilized soil was used for the inoculation experi¬ 
ments because it appeared to offer certain advantages over soil, partic¬ 
ularly in respect to the ease of varying the nutrient composition of the 
substrate and of observing the behavior of fungi, whether introduced 
intentionally or accidentally. The stock culture medium (p. 819) 
that had proved favorable to the fungus was first tried, with disap¬ 
pointing results. Roots coming in contact with the agar did not grow 
normally, but soon turned brown and failed to penetrate into the 
medium. (Compare pis. 3, C, and 4, A.) In the inoculated series the 
fungus enveloped the surface-lying roots with a dense weft of hyphae 
but only on rare occasions penetrated into epidermal cells to produce 
characteristic hyphal complexes. These few instances of infection, 
however, closely resembled mycorhiza and made it appear that the 
true endophyte was being used, but under conditions not conducive to 
abundant infection. Proceeding next on the assumption that the 
fungus might obtain food materials from roots if not available in the 
culture medium, nutrient-free agar was tried, resulting in immediate 
and at times extremely heavy infection as noted above. 

RESULTS OF EXPERIMENTS 

In a series of water-agar cultures started in the spring of 1935, 6 
seeds w ere planted in each of 284 test tubes, 142 of which were inocu¬ 
lated with the cranberry endophyte. Frequent microscopic examina¬ 
tion showed that plantain the inoculated series were invariably myco- 
rhizal w hile those in the uninoculated checks lacked mycorhiza. At the 
end of lb weeks 750 plants remained in the inoculated series and 767 in 
the checks. At this time the average height of 25 random plants in 
the inoculated series was 41 mm and in the uninoculated series it was 
39 mm; both lots had an average of 7 true leaves. All the plants 
were then removed, with root systems intact, and w ere thoroughly air- 
dried and weighed. The weight per plant in the inoculated series 
w T as 3.64 mg and in the uninoculated series 3.63 mg. The seed reserve 
obviously must have supplied practically all mineral nutrients used 
by the plants growm under both conditions; the fungus did not se¬ 
riously deplete the store; and nitrogen availability and starch forma¬ 
tion must have been about equal in the tw r o lots. It appears, then, 
that the fungus was neither injuriously parasitic nor beneficial to the 
plants under the conditions of the experiment. 
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Some curious results were obtained in another series of plantings in 
1935, in which an attempt was made to find out whether the fungus 
derived certain substances or elements from the roots. With modified 
McArdle agar as a base, one after another of the chemical compounds 
was omitted, and by making substitutions in the formula, a single 
element at a time was eliminated. The formulas were made up as 
shown in table 1, with 15 g of agar and 1,000 cc of distilled water added 
to each except to the nutrient-free agar. 

The cranberry fungus was grown for 2 months in a tube from each 
lot, after which transfers were made from the edges of the colonies to 
fresh lots of the same agars. The diameters of the colonies on the 
subcultures were measured when the colonies were 19 days old; the 
results are shown in plate 0, A. There was definite growth in eveiy 
lot, though the sparse development of hyphae in No. 1 and the reduced 
rate of growth in No. 10 were decidedly subnormal. Growth was 
slightly subnormal in all others except Nos. 2 and 9. 

On February 5, seed from surface-sterilized berries were planted, 
five or six to the test tube, on the agars described above. Germina¬ 
tion was irregular. Half of the tubes were inoculated with standard 
agar cultures of the cranberry fungus after the seed germinated. The 
other half were held as checks. The tubes were capped with waxed 
paper and kept in the greenhouse for 10 weeks. Roots from both inoc¬ 
ulated and check lots were examined at frequent intervals for fungus 
infection. At the conclusion of the period 25 plants from each lot 
were measured, and all plants were carefully removed, air-dried for 4 
months, and weighed. 

Marked differences in growth were evident from the beginning, 
showing in such respects as height, color, and thickness of stems; size, 
number, and color of leaves; numbers and branching of roots; penetra¬ 
tion of roots into the agar; and formation of adventitious roots that 
grew along the glass surface opposite the agar. Notes are summarized 
in table 2 and charted in plate 6, A. 





1, Hoot from plant a (pi. 4, .1), photoirraplied March 10, 1934, showing distribution of infected tdark-ool- 
ored) epidermal cells X 107. B, Mycorhmi from plant a (pi 4. ^1), photographed March 10. 1934; m 
four infected cells the m\cel mm is in early stages of digestion, in lower right the h>phal coils ha\e not 
<iuite filled the cell. X 750. C, Early stages of infection in water-agar culture, hjphae branchmg and 
beginning to ml in cell a and passing through cell walls into b and c, a branch from c has started into d; 
photographed M arch 23, 1934. X 750. 
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Plate 6 




A. A vertigo plant* in the 193f> agar-culture senes (tables I and 2;, in each pair, plant on left is from inocu¬ 
lated culture, ou right from uumoculuted culture, blocks represent relative diameters of cranberry mvcor- 
hmil fungus colonies on the resect ive agars (1-12) w hen Hi days old; individual plants were photographed 
and the prints were inked o\er after being assembled, thus making roots appear considerably heavier 
than they actually were X approximately h. Ji, Cranberry seedlings 60 days from date of planting, 
grown in (a) cork-sand mixture, not inoculated, not rnycorhizal; (ft) cork-sand mixture, inoculated with 
cranberry rnycorhizal fungus, all roots above x infected; (c) distilled-water agar m test tube, inoculated 
with rnycorhizal fungus, rnycorhizal, ( d) Wisconsin i>eat, rnycorhizal; traced root by root under enlarging 
camera; diameter of roots enlarged for illustration. X Approximately 
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Any attempt to interpret these results evidently must he made 
by comparing the behavior of plants in nutrient-free agar (No. 12) 
with that of plants in either complete agar (No. 11) or in the agar in 
which the plants most nearly approximated normal soil growth (No. 
7, uninoculated). The growth differences between inoculated and 
uninoculated plants on nutrient-free agar, as pointed out, were not 
measurable. On complete agar the only apparent difference was 
an increase of 20 percent in weight of the inoculated plants over the 
checks, while these inoculated plants were but 33% percent heavier 
than either inoculated or uninoculated plants grown m nutrient-free 
agar, and were only slightly taller and produced but one more leaf. 
The plants that grew' the tallest stems and the greatest number and 
largest sized leaves (No. 7, uninoculated) weighed slightly less than 
those on the inoculated complete-nutrient agar. In the light of these 
relations it must be concluded that wherever growth was subnormal 
as compared with plants in the nutrient-free agar, subnormal grow th 
was due to direct injury exerted by the unbalanced substrate and 
not to deficiencies in the agar. Roots of subnormal plants responded 
by failure to penetrate the agar freely (in extreme cases becoming 
tuberculate in contact with it), or by turning brow r n or red, or by 
developing adventitiously or branching freely out of contact with the 
agar. This condition was apparently comparable to the root toxicity 
found by Friesleben (.9, 10, 11) in using fungus-free sterilized peat, 
and lends support to Knudson’s suggestion ( 14 ) that the failure of 
Raynor’s agar-culture ('album plants to form roots was probably 
directly attributable to conditions existing in the substrate. The 
cranberry plant, by way of contrast, with its remarkable rooting 
capacity, w r as able to survive on these unfavorable media for long 
periods, although steins, leaves, and roots in contact with the agar 
often showed injury. 

Considering the combined effect of media and fungus on the plants, 
it was found that in three instances (Nos. 4, 5, and 10) the inoculated 
plants grew better than their uninoeulated checks, and in three cases 
(Nos. 0, 7, and 9) the reverse was true. Where the inoculated plants 
were superior, there was a trace of myeorhizal infection in two lots, 
none in the other (No. 10); height of plants and general appearance 
were inferior to the water-agar cultures, though dry weight per plant 
was greater, and roots were abnormal. In those lots in which the 
cheeks were superior the plants grew decidedly better than the water- 
agar cultures in two cases (Nos. 0 and 7) and at least equally well in 
the other (No. 9), and the roots were almost normal in appearance. 
The plants in No. 1 also produced normal roots both in inoculated and 
check cultures; in growth they were intermediate between the water- 
agar and complete-agar cultures; and mycorhiza formation in inocu¬ 
lated plants in this carbohydrate-lacking medium was more abundant 
than in any other medium except water agar. Taking all these 
relations into consideration, the following conclusions appear to be 
justified: 

(1) The culture media as made up were injurious to the plants 
except in Nos. 1, 6, 7,11,12, and possibly 9. 

(2) The injury was of a toxic nature and was not due to specific 
nutrient deficiencies. 

(3) Presence of the fungus in the cultures tended either to reduce 
the toxicity (Nos. 4, 5, and 10) or to intensify it (Nos. 6, 7, and 9), 

41931—88-3 
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according to the changes in the medium brought about by metabolic 
activity of the fungus. 

(4) Little information was gained regarding the role played by the 
fungus in the mycorhizal association. However, it was noted that in 
nutrient-free agar (No. 12) inoculated plants were invariablv myco¬ 
rhizal but no heavier than their nonmycorhizal, uninoculated. cliecKs; 
while in the partial or complete nutrient media Nos. 2, 3, 4, 5, 8, 10, 
and 11, plants from inoculated cultures gained in weight over corre¬ 
sponding check plants without developing mycorhiza to any extent. 

(5) In order to enter the roots freely the fungus must be partially 
starved, or the roots must be growing satisfactorily in the medium, 
or both. 

(6) Absence of carbohydrates in the medium favors infection. 

(7) Cranberry roots are so sensitive to the medium in which they 
are growing that caution must be exercised in attributing root or 
plant response to a single factor of the complex plant-medium-fungus 
association. 

Similar changes in root and plant responses are brought about by 
the cranberry fungus in culture media prepared from extracts of plant 
substances. For example, corn-meal agar was detrimental to the 
growth of cranberry seedlings. The plants remained small, leaves 
were yellowish green, and the roots stopped growing abruptly where 
they touched the agar, but produced dense mats of reddish-brown 
branches along the sides of the tubes away from the agar. In the 
inoculated series plants were nearly twice as tall, leaves were larger 
and greener, and root development took place almost entirely within 
the agar. In malt-extract agar roots were incapable of penetrating 
the uninoculated medium and invariably produced jet-black tubercular 
or nodular structures where they touched it. Inoculated plants 
lacked both the blackening and tubercularization, though roots did 
not penetrate into the agar. 

In another series of experiments the ground-cork and sand mixture 
described by McArdle (15, footnote p. 801 ) was used as a medium 
instead of agar. Test tubes wore filled to a depth of 6 cm, a small 
amount of the nutrient solution recommended by McArdle was added, 
and the tubes were autoclaved and inoculated with the cranberry 
fungus on December 1, 1932. By February 4, 1933, mycelium had 
penetrated about 1 cm in the tubes. Single sterile plants, which had 
been planted on standard agar (p. 819) 4 weeks previously as a test 
for sterility, were then transferred to a number of the tubes. Typical 
hyphal complex infection was present in roots when the first examina¬ 
tion was made on March 14, and before the end of the month most 
of the roots were heavily infected. Root elongation soon ceased, 
and the tips enlarged and turned brown. Most of the tubes had 
dried out when the experiment was concluded April 12. In those 
tubes that were still moist, the roots had penetrated only 1 cm and 
lateral roots were short and stubby; but numerous new branches 
were breaking through just behind the arrested tips, some of which, 
not more than 3 mm long, were already mycorhizal. Root growth of 
plants in the uninoculated test tubes was entirely similar, except that 
m no instance was hyphal complex infection present. It was evident 
that in both lots some condition of aeration or chemical composition 
was not entirely favorable to root growth. 
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Root growth comparable in type and extent to that occurring in 
normal cranberry soil (peat) was finally attained, but not under pure- 
culture conditions. On March 3, 1933, ten 2-inch pots were partly 
filled with the cork-sand mixture and sterilized. Then, without at¬ 
tempting to maintain sterility further, inoculated cork-sand mixture 
from the December 1 cultures was added, and 10 seeds, transferred 
directly from surface-sterilized berries, were planted in each pot. 
Ten similar uninoculated pots were prepared. The two lots were 
placed some distance apart on a bed of coarse cinders on a greenhouse 
bench, sprinkled with tap water, and cared for in the routine manner, 
except that after germination a liberal application of nutrient solu¬ 
tion (p. 828) was given every tenth day. Seed germinated and grew 
similarly in the two lots. On May 2, 12 inoculated and 6 check 
plants were removed and carefully washed, after which the root 
systems were accurately traced under an enlarging camera. All 
roots of the 18 plants were then examined under the microscope for 
mycorhizal infection. 

Mycorhiza formed in all 12 inoculated plants. Practically all roots 
were infected throughout except near the growing points and occa¬ 
sionally deep in the pots, the general distribution and abundance of 
mycorhizal cells being very similar to naturally infected roots grow¬ 
ing in peat. The roots of the check plants were entirely free from 
hyphal complexes, though external hyphae of contaminating fungi 
frequently grew along and around them. A careful comparison of 
the root systems failed to disclose any consistent differences in amount 
or type of branching or extent of development between inoculated 
and check plants. The roots of both lots were bright and clear 
throughout, exhibiting no symptoms of repression such as had de¬ 
veloped when plants were grown in test tubes. A typical inoculated 
plant is illustrated in plate 6, B , 6; an uninoculated plant grown in 
cork-sand mixture in B, a; and, for comparison, an inoculated plant 
grown on distilled water agar in B , c, and a normal peat-grown plant 
of the same ago in B y d. 

The final answer to the question whether mycorhiza formation is 
indispensable to the host will not bo known until plants have been 
carried to the fruiting stage in an aseptic environment in the presence 
and in the absence of endophytes. This has not been accomplished 
with the cranberry or with any other species of the Ericaceae. It is 
submitted that the evidence presented definitely establishes the 
fungus used in the experiments as the one which produced hyphal 
complexes in roots from which it was isolated. Given the true en¬ 
dophyte, the next step toward solution of the problem will be to find 
a sterilizable medium in which both roots and fungus will grow nor¬ 
mally under aseptic conditions. The extreme sensitivity of cranberry 
roots to their environment was conspicuous throughout the experi¬ 
ments just described. Friosleben (.9, 10 } 11) has shown that roots of 
numerous other heath plants will not develop normally in heat- 
sterilized poat soils. 

SYNTHESIS EXPERIMENTS WITH THE ENDOPHYTES OF CHAMAE- 
DAPHNE, LEDUM, AND VACCINIUM CANADENSE 

In several of the agar-culture experiments reported above, parallel 
series of cranberry seedlings were inoculated with the endophytes of 
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Chamaedaphne, Ledum , and Vaccinium canadense. It was found that 
the three fungi weife capable of entering epidermal root cells almost as 
readily as the cranberry fungus ana that they produced similar 
hyphal complex structures, distributed along the roots in a similar 
manner, without appearing to be injuriously parasitic to the plants. 
Except in water agar, striking changes in plant and root growth were 
likewise brought about by inoculating the medium, although the four 
fungi did not always induce similar responses in the same medium. 

Minor differences, correlated in large part with mycelial characteris¬ 
tics, were discernible in the hyphal complexes. For example, the 
Vaccinium canadense complex was always somewhat dark m gross 
appearance, owing to the color in hyphal walls (pi. 7), and the Chamae¬ 
daphne (pi. 8) and Ledum (pi. 9) complexes were more hyaline than 
those of tne cranberry and V. canadense fungi because of thinner hyphal 
walls. Nevertheless, observed separately, any one of the three would 
readily pass for typical mycorhizal infection (pi. 10). There appears 
to be no reason to doubt that in nature these three fungi, and probably 
others as well, if present in the soil, could enter into mycorhizal union 
with the cranberry. 

Friesleben (9, 10 , 11) reported results similar to these in his experi¬ 
ments, but Rayner and Smith (24, p. 202) found a high degree of 
specificity with Phoma radicis strains. 

CONCERNING PHOMA RADICIS 

Raynor’s hypothesis of mycorhizal relations in the heath family has 
held so conspicuous a place in the literature that her views should be 
given full consideration in discussing the subject. Briefly summed up, 
her hypothesis, with its implications, maintains that: 

(1) The mycorhizal fungus of the heath family is Phoma radicis , « 
fungus which has specific strains closely restricted to the various 
members of the family. 

(2) This Phoma ramifies through the entire plant organism—roots, 
stems, leaves, flowers, fruits, and seeds. In Calluna infection of the 
seed is limited to the coat, while in Vaccinium the mycelium advances 
into the endosperm. 

(3) Heath plants therefore cannot escape being infected in nature. 

(4) In endosperm-infected species it is impossible to secure plants 
free from infection by any of the ordinary methods of seed sterilization 
(21, p. 63; 22, p. 881). 

(5) The mycelium exists in two dissimilar forms in the plant: (a) 
Normal-sized hyphae, easily visible under the microscope, develop 
intracellularly in roots (hyphal complexes) under suitable environ¬ 
mental conditions; they may arise from the other form of mycelium 
present in the root, but more often they represent new infections from 
the soil. ( h) The hyphae in the systemic form of infection, in roots 
as w r ell as in above-ground organs, are generally so attenuated in size 
that a specialized technique is required to make them visible. They 
form “a continuous network of mycelium in the middle lamellae of 
walls” (20, p. 282) and are “closely associated with the cell walls, 
pass[es] freely in and out of the cells” (21, p. 62). They sometimes 
occur in relatively large strands in intercellular spaces of leaves and 
stems (17, p. 116 et seq.). 
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.\\ nthetic m>corhw:i in water-near (Milturn of cranberry, produced by l accinium emtademr endophyte, 
t, l)Mribut ton of infected cells, X .iTo. li, detailed structure, X T. r >0 


synthetic Tnyeorhi7a jn water-agar culture of cranberry, produced by ('ha mat da phut endoph.ste .1, Dis¬ 
tribution of infected cells. X 375; /*, detailed structure, X 7, r >0 



Dec. 1, 1937 


Production oj Synthetic Mycorhiza in the Cranberry 831 


(6) Seedlings will not produce roots unless infected with Phoma; 
root formation per se is proof of infection. In this sense the myco¬ 
rhizal relation is obligate to the host. 

Each of these points will now be examined critically. 

(1) Is Phoma radicis the mycorhizal fungus of all heath plants? In 
the author’s experiments, four fungi, microscopically observed to 
originate from intracellular hyphal complex liyphao in roots of four 
heath species, reproduced the same type of infection when inoculated 
into roots of plants grown under completely controlled conditions. 
The four fungi entered cranberry roots with almost equal facility, and 
the plants were not injured by their presence so far as could be deter¬ 
mined, i. e., there was no evidence of ordinary parasitism. Cultural 
characters proved conclusively that the four fungi were distinct from 
one another and from Phoma radicis . Christoph (6), Doak (7), and 
Friesleben (9, 10, 11) reported similar results with other ericaceous 
species. If the term “mycorhiza” is to be applied to the hyphal 
complex union of fungus and roots in the heath family, Phoma radicis 
is not the fungus involved in the cases cited, nor is the ability of one 
fungus species to form mycorhiza restricted to a single host species. 

(2) The question of systemic infection by mycorhizal fungi in 
the heaths has been a matter of controversy, as is indicated in the 
review of literature, in the present investigations systemic infec¬ 
tion in either the check or inoculated plants could not be verified 
despite thorough search in both fresh and fixed material handled as 
nearly as possible according to Rayner’s published methods. Exami¬ 
nation of a large assortment of prepared slides from healthy stems, 
buds, flowers, and young berries made in connection with a histological 
study of the cranberry false blossom disease also failed to disclose a 
single authentic instance of infection by “fine hyphae.” Christoph 
(6), Knudson (14), and Friesleben (10) were likewise unable to find 
evidence of this type of infection in their material and held that the 
objects which Rayner called mycelium were most probably artifacts 
resulting from fixation or staining; but Rayner (IS, 22) maintained 
that the inadequate technique of Christoph and Knudson prevented 
detection of the mycelium. She has not as yet commented on 
Friesleben’s findings." 

Some of the writer’s material w T as submitted for examination to 
Dr. Ruth M. Addoms, who has conducted investigations on cranberry 7 
mycorhiza (1, 2), and her report is here quoted in part: 

Following are my notes on your cranberry cultures, which I have examined with 
some care: 

(Al) [Water-agar cultures inoculated with the cranberry fungus].—Roots long 
and red: fungus present externally and in epidermal cells. 

(A2) 1 Water-agar check for above, not inoculated].—No infection; not red. 

(Bl) [Water-agar cultures inoculated with cranberry fungus, younger culture 
than above].—Roots red, much branched, infected. 

(B2, C2, and D2) [Uninoculated cultures on water agar, serving as checks for 
Bl, Cl, and DlJ.—Roots poorly developed, stems long; no infection. 

(Cl) [Water-agar cultures inoculated with Vaccimum canadensc fungus].— 
Roots not very long and blackish, heavily infected; fungus much coarser and 
browner than cranberry fungus, with longer cells; some fungus on surface of stem. 

(Dl) [Water-agar cultures inoculated with Ledum fungus).—Roots not very 
long; definitely infected. 

As these notes show, I have not found infection in your check plants. Also I 
nave not found the fungus within the cells of the stem, although this part of my 
examination has been less thorough than my study of the roots. 
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Evidence of a different sort, though somewhat indirect, may be 
cited. At different times Rayner has reported isolating Phoma radicis 
from immature fruits as well as from seeds of Calluna; in fact, judging 
from a careful perusal of her publications, her isolations have invariably 
come from above-ground plant parts; but when working with the 
cranberry (21 ), to her surprise she failed to find the fungus in seed 
cultures, a result, incidentally, confirmed by the writer (p. 819). The 
United States Department of Agriculture has conducted investigations 
of cranberry diseases continuously for 30 years, in the course of which 
cultures have been made from more than 100,000 individual berries, 
including a considerable number that were sound and immature, as 
reported by Shear (28, 20, 80 ); Shear, Stevens, and Bain (81); Rudolph 
and Franklin (27); Stevens (33); Stevens and Bain (34 , 85, 30); Bain 

(3); and Bergman and Wilcox (5). Phoma radicis has not appeared 
once in all these cultures, a circumstance that appears incredible if 
the fungus is invariably present in the fruit tissues and grows as 
readily on ordinary culture media as Raynor’s publications indicate. 

It. appeal's to the writer that the weight of evidence is distinctly 
against either Phoma radicis or true mycorliizal fungi occurring sys- 
temically in the cranberry. 

(3) Universal infection would be inevitable only in case systemic 
infection were invariable. In the writer’s opinion, heath plants in 
general are mycorliizal because humus-inhabiting fungi of different 
species, capable of entering into the relation, are widely disseminated. 

(4) The assumed impossibility of growing seedlings free from sys¬ 
temic infection is also based on universal invasion of seeds. However, 
mycorliizal infection, applying the term in its ordinary sense to the 
union of fungus and root (the hyphal complex relation in the case of 
heath plants), is quite another matter, and heath plants may be grow n 
entirely free from the fungus or fungi involved, as has been demon¬ 
strated by the writer and by Stahl (32), Christoph (6), Knudson (13, 
14), and Friesleben (0, 10, 11). 

(5) No proof has yet been advanced that Phoma radicis assumes tw o 
different forms in different parts of the plant. The intracellular 
hyphal complex structures in roots, which Rayner attributes to Phoma t 
are produced by other fungi in Calluna (0), Vaccinium corymbosum 
and V. pennsylvanicum (7), V. myrtillus, V . vitis-idaea, and V r . aligi- 
nosum (10), and V. macrocarpon. 

(G) The hypothesis of obligate relationship in the heaths was 
advanced to explain certain definite results obtained in a series of 
experiments, and its validity depends upon how completely and exclu¬ 
sively it meets observed conditions in its own and related fields. In 
the experiments on which it was founded (17) plants grown in agar 
cultures from “adequately” sterilized seed of Calluna failed to produce 
roots mi til inoculated with a fungus derived from the fruit (or seed?) 
of the plant. Examination of the plants disclosed systemic infection 
by extremely attenuated hyphae in the inoculated series but no infec¬ 
tion in the other lot. The fungus was therefore considered to be the 
stimulative factor bringing about root formation. To further strength¬ 
en the hypothesis, numerous cases of natural systemic infection in the 
same and related plants have been described subsequently, and in the 

f enus Vaccinium (21) a similar series of agar plantings was made, 
lants from seed sterilized in a manner which would have prevented 
root formation in Calluna here produced roots; but systemic infection 
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Plate 9 



Synthetic my cor him in wuter-atrar culture of eranlierry, produced by Ledum endophyte .1, Distribution 
of infected cells, X 375, B, detailed structure, X 750. 





Production of Synthetic Mytorhiza in the Cranberry 


Plate 1 



Natural rnycorlma in cranberry .1, Distribution of infected cells, X 37.5, B, detailed structure, X 1,2,50 
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was also present, the fungus having come from observed mycelium of 
the same type in the endosperm of resting seed. The coincidental 
development of roots with infection in these plants was cited as cor¬ 
roborative evidence of the obligate relationship. 

Opposing this interpretation, Knudson (18, 14) and Frieslebcn (9, 
10, 11) attributed root suppression in sterilized media directly to an 
inhibitory factor existing in the substratum. In justification of their 
stand they have shown that if a given lot of sterilized seed is planted 
on two substrates differing in specified chemical or biochemical make¬ 
up, root growth is suppressed on one medium but not on the othei. 
Such results would not be expected according to Rayner's hypothesis of 
root stimulation, because (1) if the sterilization were severe enough to 
completely eliminate seed-inhabiting fungi, roots should not develop in 
either lot, while (2) if the mycelium were not eliminated, both lots 
should produce roots. In the writer's opinion, the evidence for the 
cranberry is less convincing in this respect because the rooting capacity 
of the cranberry is too great to permit complete root suppression as 
long as any part of the stem is alive; but the roots are nevertheless 
extremely sensitive to the composition of the substratum. 

The other phase of the obligate hypothesis, namely, actual existence 
of systemic infection, has been discussed above. Until the invariable 
existence of systemic infection is more conclusively demonstrated, and 
until there is more definite proof that root suppression is due solely to 
hick of such infection, the hypothesis of obligate root stimulation by 
fungi in the heath family cannot be considered valid. 

SUMMARY 

Myeorhizal fungi were isolated from “hyphal complex" cells in roots 
of four erieaceous species —Vaccimum macrocarpon, V . carmdense, 
(liamaedaphne calyculata , and Ledum groenlandicinn —a distinct 
type from each species. 

The four fungi have not fruited in culture and hence could not be 
identified. They were obviously specifically distinct from each other 
and from Phoma radicis . 

All four fungi produced the hyphal complex form of mycorhiza in 
cranberry seedlings grown in sterilized agar. The cranberry fungus 
also produced mycorhiza in cranberry seedlings when the latter were 
grown in an inoculated artificial soil composed of ground cork and 
sand. The hyphal complex form of mycorhiza was completely lacking 
when the plant cultures were not inoculated with the endophytes. 

There was no evidence of injury due to parasitism after the seedlings 
were inoculated with the fungi. 

In agar cultures the cranberry fungus entered into the myeorhizal 
relation much more freely if carbohydrates were withheld from the 
medium. 

Seedlings grown in nutrient-free distilled-water agar derived no 
measurable benefit from the presence of mycorhiza. 

Cranberry roots w T ere extremely sensitive to the composition of the 
substrate. Their growth was more or less suppressed on nearly all 
nutrient agars tried. 

Some nutrient agars were rendered still more toxic to roots when 
the endophytes were introduced into the media; others were made 
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decidedly less toxic. These changes in the media were not correlated 
with mycorhizal infection. 

Systemic infection of the type attributed to Phoma radicis by 
some investigators could not be found either in the seedlings or in 
prepared slides from field-grown material. 

The hypothesis of systemic infection by mycorhizal fungi and of 
its obligate relationship to root formation in the heath family is 
examined critically. It is shown that the hypothesis fails to conform 
to observed facts in some important respects. 
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THE LOSS OF CAROTENE IN HAYS AND ALFALFA MEAL 
DURING STORAGE 1 

By Edward A. Kane, assistant chemist , Herbert G. Wiseman, assistant chemist , 

and C. A. Gary, senior chemist , Division of Nutrition arid Physiology , Bureau of 

Dairy Industry , United States Department of Agriculture 2 

INTRODUCTION 

For several years it lias been recognized that the amount of carotene 
in plant materials is a measure of their vitamin A potency. This has 
been demonstrated best probably in the case of alfalfa hay (7). 3 It 
is also known that carotene is frequently deficient in farm rations 
(0, 14, 15, 10). From an economic standpoint, therefore, it is im¬ 
portant to know the conditions that influence the carotene content 
of farm feeds, especially of such feeds as alfalfa, timothy, and clover 
hays, which frequently furnish very nearly all the carotene in dairy 
rations, and which may, or may not, be rich sources of this factor (20). 

This paper presents the results of experimental work conducted to 
determine the rate of loss of carotene in alfalfa and timothy hays and 
in alfalfa meals during storage under practical conditions at different 
seasons of the year. As the natural green color, which is used as a 
factor in the grading of market hays, is in general a most useful index 
of carotene content (20), the change in color that occurred during 
the storage of some, of these hays was noted, and the results are 
included in this paper. 

Considerable work Ims been done on the oxidative decomposition 
of pure carotene under various conditions. It is unnecessary to 
review’ this work here except to say that, although a number of oxida¬ 
tion products with vitamin A activity have been artificially prepared 
from carotene (4, 12, IS), the only naturally formed decomposition 
products that seem to have been tested for biological activity w r ere 
tested in this laboratory and found to be inactive. There has, how¬ 
ever, been w T ork in other laboratories on the losses of carotene in the 
making and preserving of hays and meals by various methods; a 
review of this w T ork may throw some light on the conditions that 
affect these losses. 

REVIEW OF OTHER INVESTIGATIONS 

Kussell, Taylor, and Chichester (19) showed that carotene dis¬ 
appears rapidly from freshly cut plant materials. They observed a 
loss of 80 percent of the carotene in alfalfa during the first 24 hours 
of drying in the field. Similar losses have been noted by Hauge and 
Aitkenhead (9) and by Guilbert (5) and others when alfalfa w T as dried 
in the sun. Work w r ith alfalfa, reported by this laboratory (20), 
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shows that market hays frequently contain only one-tenth to one- 
fifth as much carotene as is ordinarily found in the growing plant. 

A number of investigators have compared various methods of 
treating alfalfa to determine the conditions that affect the destruction 
of carotene. Russell (18), in his earlier work, found that leaves from 
alfalfa hay that had been quickly dried in a tunnel drier at 127° to 
129° C., had more than seven times the vitamin A potency of leaves 
from a “poorly cured, 3 ” “brownish green” hay that had been dried 
by exposure for several days in the field. In later experiments he 
and his coworkers (19) found that in two freshly cut samples of alfalfa 
dried either in a tunnel drier or in a rotary machine m which the 
material was momentarily exposed to a much higher temperature 
(650° to 750° C.), the carotene content per unit of dry matter was as 
great as that of freshly cut material, and 2 to 10 times as great as 
that of samples from the same hay that lmtl been dried in the field. 
The loss of carotene in the field-dried hay was particularly rapid 
during daylight. 

In the work of Hauge and Aitkenhead (.9), and in later experiments 
by Hauge (£), it was found that, if freshly cut alfalfa was first auto¬ 
claved, there was no destruction of carotene when it was dried in the 
sun. Hauge and Aitkenhead also found that the autoclaved material 
did not lose carotene when incubated subsequently; whereas, when 
unautoclaved material was incubated, it lost carotene at a rate which 
increased as the temperature of incubation was increased from 4° to 
37° C. They attributed the loss of carotene during the drying of 
alfalfa in sunlight to the action of enzymes the activity of which was 
increased by the higher temperatures produced by the sun’s rays. 

Guilbert (5) also found evidence of the presence of enzymes of this 
nature in alfalfa, but his results differ in several respects from those of 
Hauge and Aitkenhead. His analytical procedure, although it dif¬ 
fered somewhat from theirs, would be expected to give similar results, 
Guilbert found that samples of alfalfa leaves that had been artificially 
dried by methods that should have destroyed any enzymes present, 
still lost carotene at a rapid rate when exposed to sunlight, and lost a 
considerable quantity even when standing in the dark. Alfalfa leaves 
that had been dried in vacuo at 100° C. lost 6.8 percent of their caro¬ 
tene when allowed to stand in the dark for 12 hours at 65°; and other 
leaves, similarly dried, lost nearly 10 times this amount when exposed 
to sunlight for the same length of time at the same temperature. 
Autoclaved samples of alfalfa lost 20.5 to 53.8 percent of their caro¬ 
tene when subsequently dried in sunlight, whereas unautoclaved 
samples that were directly dried in sunlight lost 46.6 to 69.5 percent. 

In work with alfalfa meals, Guilbert also reports an artificially 
dehydrated sample which lost 83.3 percent of its carotene when ex¬ 
posed to sunlight for 40 hours. He compares the keeping qualities 
of the carotene in meals made from sun-dried and artificially-dried 
samples from each of three lots of alfalfa. In one lot the method of 
drying had no effect; in the other two, the losses of carotene were 50 
percent greater in the artificially dried samples. The losses of caro¬ 
tene in these meals varied with the temperature at which they were 
stored. In a meal stored at 0° to 5° C., no loss was detectable in 
8 weeks; in one stored at 20° to 30° about 30 percent was lost in that 
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time. Guilbert also determined the loss of carotene with three sun- 
dried samples of hay that were stored in the dark. They lost 9 per¬ 
cent of their carotene from November to April, and 30 percent from 
April to August. 

The results recorded in the present paper have been presented in 
part before various groups, and abstracts of these reports have been 
published (10, 20, 24)- In connection with various feeding experi¬ 
ments in this laboratory, a considerable number of market hays have 
been analyzed for carotene. Whenever in a lot, or purchase, of hay a 
bale has been found in which the hay showed evidence of fermenta¬ 
tion such as a “caked” or “set” condition, or a “ground,” “tobacco,” 
or “sweated” odor, the carotene content has been decidedly lower 
than in bales in which this condition did not exist (20 ). As is well 
known, this spoilage, which is the result of bacterial action, is due to 
excessive moisture in the hay during storage. Woodward has studied 
this problem (23). 

The fineness to which a hay is ground may also affect the rate of 
loss of carotene both in the preparation of meals and during subse¬ 
quent storage. In grinding hays t-o a fine powder in a ball mill, a 
considerable part (average about 25 percent) of the carotene is lost, 
and the powdered material loses carotene very rapidly during subse¬ 
quent storage (23). This does not occur, however, when the hays 
are ground in a Wiley mill equipped with a sieve with holes 0.5 mm 
in diameter. 

From the foregoing statements it is evident that the destruction of 
carotene may proceed in hays in which all enzymes presumably have' 
been destroyed. Loss of carotene occurs even when these hays are 
in the dark, and is accelerated greatly by exposure to sunlight, by an 
increase in the temperature at which they are allowed to stand, and 
by conditions favoring bacterial action in the hay. In considering 
the factors that influence the rate of destruction of carotene in hays, it 
must be borne in mind that pure carotene itself is oxidized on standing 
in air (22), that the process is much more rapid in sunlight, at higher 
temperatures, and generally when impurities are present (2, 3). 
Evidence exists that the destruction of carotene in such preparations 
may be autocatalytic (22), or may be influenced by a number of 
catalysts (3) and anticatalysts or antioxidants (1, 3 , 21). The process 
in hays, therefore, would be expected to be quite complicated and 
possibly quite variable. 

EXPERIMENTS IN STORAGE OF HAYS 

The hays used in this experiment were stored in bales in a dark, 
unheated bam loft at Beltsville, Md., and analyzed from time to time 
for carotene according to the usual procedure in this laboratory (17 , 
pp. 461-402). The maximum and minimum outside daily temper¬ 
atures were read and their average was taken as the “mean daily 
temperature.” These mean daily temperatures were averaged to ob¬ 
tain the mean temperature for the periods of storage. The rate of 
loss of carotene in percentage per month was calculated by means 
of the equation in which x represents the rate, A 

and B are the initial and final carotene figures, respectively, for the 
period of storage, and m is the length of the period in months. 
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LOSS OF CAROTENE DURING STORAGE AT VARIOUS TEMPERATURES 
Alfalfa Hay 

The results of the experiment with alfalfa hay are shown in table 1, 
in which the percentage rates of loss of carotene per month are 
arranged in three groups according to the mean temperature during 
the period of storage. These three groups include samples stored at 
the following mean temperatures: (A) At 7.2° C. or loss, (B) at 7.2°+ 
to 18.9°, and (C) at above 18.9°. Group A represents the tempera¬ 
tures that prevail at Beltsville, Md., during December, January, 
February, and frequently in March and November; group C the 
temperatures during June, July, August, and to a considerable 
extent in September; and group B the usual temperatures during the 
fall and spring months. 


Table 1 .—Carotene content of alfalfa hays at different times during storage, per - 
ventage loss of carotene per month, and effect of temperature on this loss 


Sample of hay 1 (laboratory 
designation) 


\ Haifa hay, t S No I 
Lot. 50, hale 1 

T-barn, bales 101, 102 

C-barn, bale 110 _ _ 

Lot 57, bales 111, 112 

IM 58, bales 117, 118 

Lot 50, bales J, 2 _ 

Lot 50, bale 2 . . 


1 



Mean 

tempera- 

Loss of caroteue no 
at temperatures in< 

1>afe of 

t'aiofeue 

analysis 

content 

lure since 
preceding 
analysis 

A, 7 2° O. 
or less 

B, 7 2° + 
tol8 9°C 

1 

1 


Mtlll- 




| 

i 


(/Minx per 
kitoQTom 

o ( ■ 

Pi rcent 

P/rrtnt 

(Mar 

25, 193.4 

37 J 


. 


! May 19, 1933 

31 5 

12 2 

.. . 

3. 9 

{June 

8,1933 

31 4 

19 1 



July 

21. 1933 

22 5 

20 0 



Aug 

19.1933 

10 0 

24 4 



Nov 

10. 1933 

121 0 


. 

. 

Julv 

25. 1934 

52 1 

9 4 


8 0 

Nov. 

19. 1934 

40 2 

10 1 


3 1 

Apr. 

8. 1935 

3 33 4 

3.9 

0 7 


J une 

18.1935 

29 8 

J.) 0 


4 S 

Aug 

29, 1935 

22 9 

23 3 


1 

Jan 

4, 1934 

33 4 




P'eh. 

14. 1931 

32 2 

~(> 0 

2 0 

1 

July 

20,19144 

21 0 

1.4 9 1 * 3 


7 0 ! 

1 Nov. 

19. 1934 

19 0 j 

10 1 ! 


2 0 ! 

1 Apr. 

0. 1935 

J« 3 ! 

3 9 j 

3 3 


I June 

15. 1935 

13 2 ; 

14 4 


8 8 , 

1 Jnn. 

21). 1934 

30 5 

| 

1 


July 

1(5, 1934 

10 7 [ 

12 2 I 

- J 

9 8 ! 

\ Nov 

20, 1931 

13 9 | 

10 7 j 


4 3 | 

A pi 

9, 1935 

‘ 12 5 j 

3 9 | 

2 3 ; 

! 

June 

H, 1935 

« 10 0 ! 

15 o ; 


7 3 1 

Mar 

22, 1934 

38 0 ; 

1 

1 

I 

Julv 

5, 1934 

25 2 

io i ! 

j 

11 2 j 

Nov 

20.1934 

< 15 8 

17 K 

- 1 

9 9 | 

Mar. 29.1935 

10 0 | 

3 9 

-1 0 ' 

, 

[June 

12,1935 

14 4 j 

13 9 


4 2j 

Aug 

27.1934 

28 2 




Jan. 

24,1935 

21 J j 

9.4 


5 8 ! 

Mar. 

29, 1935 

20 2 i 

3 9 

2.0 


June 

22, 1935 

17 5 ; 

15 0 


5 o ; 

Aug. 

30, 1935 

13. 0 i 

23 3 


i 

Oct. 

3,1934 

37 8 



'! 

Jan. 

18,1935 ! 

29 5 

7.2 

ok! 


{Mar 

29, 1935 

27 2 

3 9 


__ " i 

June 

13.1935 

25.5 

13.9 

3 4 | 

~2 5 | 

lAug. 30,1935 1 

19.1 1 

23.3 


| 


<\ above 

is.o 0 r 


1*1 TCfVt 


U H 
20 8 
20 8 


10 5 


10 5 


1 Hays graded by representatives of the Division of Hay, Feed, and Seed, Bureau of Agricultural Eco¬ 
nomic*. Each ‘dot” of hay is a sejiarute purchase. 

* Data are arranged in 3 groups according to the temperature ranges Indicated and depending upon the 
mean temperature at which the sample was stored during the period since the preceding analysis 
Average temperature for 1933-35 at Beltsville, Md.: For winter months (December, January, February), 
0.9° C.; for cool fall and spring months, 8.3°, for warm fall and spring months, 12.2°; and for summer 
months (June, July, August), 22.4°. 

3 1 bale during this period was stored in the attic of the laboratory. This attic was unheated, but prob¬ 
ably was warmer than the barn loft during the winter, 

«l of triplicate determinations omitted; probably some destruction of carotene In it. 
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Table 1 . —Carotene content of alfalfa hays at different times during storage , 'per¬ 
centage loss of carotene per mouthy and effect of temperature on this loss —Continued 


Samples of hay (laboratory 
designation) 


Alfalfa hay, V. H. No 1- Continued. 


Lot 04,10 bales 5 .. 


II. 0., bale 1.. 

If. O., bale la. 

Alfalfa bay, U S No. *2 
II O , bale 2 

II 0., bale 2a 

l^)t 54, bales 114, Its 

Alfalfa hu>, U S No 3 
Lot 01, bales J, 2 

Lot 01, bale 3. . 

A verage .. 


Data of 
analysis 

Carotene 

content 

Mean 

tempera* 

Loss of carotene per month 
at temperatures indicated 

ture since 
preceding 
analysis 

A, 7.2° O. 
or less 

B, 7.2°4- 
to 18.9° C. 

C, above 
18.9° C. 


A/*//*- 






grams per 






kilogram 

0 ('. 

Percent 

Percent 

Percent 

Nov. 5,1934 

43 4 




. 

Feb. 13,193,5 

38 5 

2 8 

«3 6 



< Apr. 15,1935 

34.0 

7.2 

15 5 8 



June 21,1935 

29 3 

10.7 


* 0 5 


Sept. 9,1935 

17.2 

23 3 



18.1 

Jan. 14,1935 

41.3 



__ . _ 


Mar. 30,1935 

39.0 

3 3 

2 2 



June 21,1935 

28. 3 

15 0 


10 9 


Aug. 30,1935 

1(1. 5 

23 3 



20 9 

(Jan. 15,1935 

81 H 



__ 


JMar. 30,1935 

72. 5 

3~3 

4 7 



June 21,1935 

54. 8 

35 0 J 


9 0 


Aug 29,1935 

30 0 

23 3 | 

. 


| »a 

/Jan. 31,1935 

14 1 




j 

\ Apr 5,1935 

14 n j 

5 0 

’ -1 0 



/Jan. 31,1935 

12 4 





il Mar. 30, 1935 

12 7 

‘ ” 5 V 

"-1 0 


L. 

(Feb. 2,1934 

11 4 , 

1.- 




(July 25,1934 

7 0 

12 2 

_ 

0. 8 


• Nov 20. nm 

5 4 

10 1 


8 H 

i 

| (A pr. 10,1935 

• { 4 7 

3 9 

2 8 

1. „ . 

j- 

1/\Ug 28, 1931 ; 

7 0 

i 




1 Apr 19,1935 

5 3 

! 7 s 


.3 5 

- 

ifKopt 20,1934 

j 8 7 



_ 


: 1 Apr 5, J935 

( 9 5 

r « i 

-1 0 



j __1 . 

r;;... 

1.71 .* 

’2 0 

1 0 6 

! 17.8 


J t bale daring this period whs stored in the attic of the laboratory. Thisuttic was unheated, but prob 
ably was warmer than the barn loft during the winter. 

' Same 10 bales used throughout except on Nov. 5,1934. 


It will be noted that the rate of loss of carotene during storage varied 
greatly with the different hays in each group shown in table 1, and 
that the average percentage loss per month with each group varied 
with the temperature at which the hays were stored. The rate of 
change in carotene content per month with the hays in group A varied 
from an increase of 1 percent to a loss of 6.8 percent; in group B, the 
loss varied from 2.5 to 11.2 percent; and in group C, from 10.5 to 29.8 
percent. The average losses of carotene per month in these hays were, 
respectively, for group A, 2.6 percent; for group B, 6.6 percent; and 
for group C, 17.8 percent. Of the hays in group C, the average rate 
of loss of carotene for those that were stored the first summer after 
cutting was 21.1 percent per month, and that for the few samples 
(T-barn, bales 101 and 102; lot 59, bales 1 and 2; lot 59, bale 3) in 
storage the second summer after cutting was 11.2 percent per month. 

These data for the loss of carotene during the storage of hays in 
the summer months indicate that the rate of loss of carotene under 
conditions otherwise comparable may possibly decrease with the age 
of the hay; but the errors and variations in determining such data are 
too great to permit a clear demonstration of this fact. A loss of 
carotene of 17.4 percent between November 16 and November 30, 
1933, was observed with the hay marked T-bam, bales 101 and 102. 
This suggests that carotene may be lost at a very rapid rate in sun- 
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cured hays for some time after they are dried and baled. In none of 
the bales used in this experiment was there any evidence of fermenta¬ 
tion or spoilage. The differences in the rate of loss of carotene with 
different hays at the same average temperature may actually be due 
in part to differences in the keeping qualities of the hays, but it must 
be borne in mind that the figures are derived from differences in 
determinations that are themselves subject to considerable error, 
and that samples stored at a given average temperature actually were 
exposed at times to quite different conditions. 

Timothy Hay 

The data obtained on the loss of carotene in timothy hay during 
storage are shown in tablo 2. It will be noted that the rate of de¬ 
composition of carotene during the storage of timothy hay is about 
the same as with alfalfa, and is similarly affected by variations in 
temperature. In 11 lots of timothy hay stored at temperatures be¬ 
tween 6.0°+ and 18° C, the average loss of carotene was (>.8 percent 
per month; in 24 samples of alfalfa hay similarly stored the loss was 
ff.O percent per month. 

Table 2. -('molenv content of timothy hags at dtfferfnl tunes dining storage, per¬ 
centage loss of carotene per month , and effect of tentpcralarc on tins loss 


Samples of Imy (laboratory designation) ami <laf«> of 
analysis > 


Carotene 
<*ont <*»l 


Moan Inn j 
j peraturc | 
I si nee 

1 preceding j 
, analysis ; 


Loss of carotene pn 
month at tempera 
Urn's J indicated ; 

7 2 ft C or i 7 2 r ' I to 
loss 


Lot 43, halos 107, IPS 
Alar 1, 1934 . . 
July 16, 1934 „ 

Lot 44, halos 1, 2 
Aur 28, 1934 . 

Jail 3, 1935 .. 

May 1, 1935 . 

Lot 44, hales 115. 1 PI 
June 4, 1934. 

Fob 14. 1935 
May 2, 1935 . 

Lot 4fi, bales, 1, 2, 3, 4, 5 
Dee. 11, 1934 . _ . 

May 11, 1935. 

Dec 2, 1935. 

Lot 46, halo fi¬ 
ner 11, 1934. 

Jan 25, 1935 . 

Apr 25, 1935. . 

Dec. 2, 1935 

Lot 48, bales, l, 2, 3. 4, 5 
Jan 18, 1935 . .. 
Apr. 18, 1935 .. 

Dec 4, 1935.. 

Lot 48, bale 6 
Jan 17, 1935 
Apr. IS, 1935... 

Dec. 5, 1935... 

Lot 39, bales 101, 102 
Jan. fi, 1934 
July lfi, 1934. 

Lot 42, bales 104, 105 
J an. 6, 1934 „ 

July 5, 1934... 


1 Milligram* 
l pn 

j kilogra in 

° (\ 

1 19 9 

13 9 

j 15 0 

9 2 


i fi 8 

* 10 fi 

1 i> 3 

5 0 

K •> 

fi 2 

12 8 

i 5 2 


i 4U 

j 

, IK 8 

5 e 

: 11 7 

17 K ! 

i IH 4 


IS 4 

2 2 

17 0 

5 fi 

II 7 

17.8 

10 7 


9 fi 

4 4 

7 0 

17 2 

> 10 3 


fi 7 

4 4 

! fi 4 

17 2 j 

9.2 

; 

! 4 6 

10 0 | 

: 9 . o 


1 4 7 

9 4 | 


l*trcnil I'onvt 

! (i u 


r, o 

4 0 

r, 

10 7 

10 3 


Average . 


4 3 


fi 2 


1 Kach lot of hay is a separate purchase 

n temperateure for 1933-36 at Rettsville, Md.: For winter months (December, January, February 

09 C.jfor cool fall and spring months, 8.3 ; for warm fall and spring months, 12.2°; and for summer mouth: 
(June, July, August), 22.4°. 

in 2 groups according to mean temperature during periods between analyses. 
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Clover Hay 

One lot of clover hay was included in the experiment. On June 24, 
1934, it contained 16.8 me of carotene per kilogram of dry matter. 
On January 2, 1935, and April 15, 1935, the carotene determinations 
each gave 8.8 mg per kilogram. The average temperature for the 
total period of storage was 11.1° 0., and the average percentage loss 
of carotene per month was 6.3 percent. In six lots of alfalfa that 
were stored at temperatures ranging from 9.4° to 12.8° C., the average 
loss of carotene per month was 6.6 percent. 

RELATION OF GREEN COLOR IN HAY TO CAROTENE CONTENT 

The writers have compared the decrease in green color during 
storage, as determined by hay specialists of the Bureau of Agricultural 
Economics, with the loss of carotene during the storage of several lots 
of alfalfa hay. In one lot there was a decrease in green color from 71 
percent to 50 percent—a loss of 21 percent of the natural color orig¬ 
inally present. The corresponding loss in carotene content was from 
32 to 13 mg per kilogram, or nearly 60 percent. With another hay 
a decrease in color from 69 to 54 percent - a loss of 22 percent—was 
accompanied by a drop in the carotene content from 38 to 14 mg per 
kilogram, or somewhat over 60 percent. A third lot of hay, which 
changed from 55 percent color to 44 percent—a loss of 20 percent — 
lost 70 percent of its carotene content. Apparently the percentage 
loss of carotene is much greater than the corresponding percentage 
loss of natural green color — about three times as great with the samples 
just cited. 


EXPERIMENT IN STORAGE OF MEALS 

For the study of the loss of carotene during the storage of meals 
made from alfalfa hay, several bales were taken from each of four 
lots, or purchases, of hay. The bales selected from each lot were 
similar in color and leafiness. One bale from each lot was graded by 
hay specialists of the Bureau of Agricultural Economics, and different 
portions of it were ground by them in a hammer mill to different 
degrees of fineness, so that, i lie particles passed through V> '-r, or 
^-inch circular mesh screens during grinding. 

The color and the carotene content of these meals were then deter¬ 
mined, and the determinations were repeated from time to time during 
storage from about April 1, 1934, to October 1, 1935. Samples of 
the meals were stored in individual bags in a dark, unheated part of 
a building in Washington, I). O. This place was somewhat more 
sheltered from the effect of outdoor weather changes than the barn 
loft referred to above. The other bales from each lot of hay were 
stored in this loft and analyzed from time to time. The outdoor 
temperatures were read at Beltsville (near Washington, 1). C.); and 
the average temperatures for the periods of storage of the meals and 
the rates of loss of carotene during storage were calculated in the 
same manner as for the hay experiment. 

DETERMINATIONS OF CAROTENE CONTENT AND COLOR 

The results of the analyses for the carotene content of the meals, 
as determined from time to time during storage, are given in table 3. 

4nm~~38-4 
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Table 3 .—Losses of carotene and green color during the storage of meals made from 

alfalfa hay 


Meal 

prepared 

from 

bale 

no.— 


110 . 


110 . 


100 


J13. ... 


Carotene content 

Ketention of natural green color 


Meal ground to 



Meal ground to 


Date of 


pass— 


Aver- 

Date 


pass— 


Aver- 







analysis 

H- 

M* 

%- 

age 

observed 

H- 

M- 

H- 

ago 


inch 

inch 

inch 



inch 

inch 

inch 



mesh 

mesh 

mesh 



mesh 

mesh 

mesh 



Milli - 

Milli- 

Milli - 

Milli- 







grams 

grams 

grams 

grams 







per 

per 

per 

per 



Per- 

Per - 

Per - 


kilo- 

kilo- 

kilo- 

kilo- 


Per - 


gram 

gram 

gram 

gram 


cent 

cent 

cent 

cent 

(Apr. 23,1934 

12.8 

13 5 

12 5 

12.9 

Apr. 11,1934 

35 

33 

30 

33 

Dec 15,1934 

8 2 

8 8 

7.5 

8.2 

Nov 20, 1934 

34 

33 

29 

32 

|May 21,1935 

6 1 

7.8 

5 4 

6 4 

Apr. 5,1935 

28 

26 

25 

26 

(Oct. 14,1935 

5 0 

5 0 

5 0 

5 0 

Oct. 2,1935 

32 

26 

20 

26 

Apr. 25.1934 

43.9 

39 2 

38.1 

40.4 

Apr. 11,1934 

48 

47 

48 

48 

1 Nov 30,1934 

29 4 

25. 5 

21.8 

25 6 

Nov 20, 1934 

39 

39 

33 

37 

iMay 22,1935 

20 4 

19 0 

2 18.3 

19.2 

Apr 5.1935 

33 

36 

31 

33 

(dept. 4,1935 

14 3 

14 8 

12, A 

13 9 

Oct 2,1935 

35 

34 

24 

31 

fMar. 28 and 
Apr. 9,1934 

} 43.9 

42.1 

3 45 3 

43.8 

Apr. 11,1934 

60 

54 

53 

56 

Nov. 24 and 
Nov 30,1934 

} 24 5 

24 4 

23.1 

24.0 

Nov. 20,1934 

55 

50 

48 

51 

May 21,1935 

J 21 l 

2 19.4 

2 21.1 

20.5 

Apr. 5,1935 

43 

40 

41 

41 

lOet. 12,1935 

13.6 

13.A 

13 9 

13 7 

Oct. 2,1935 

45 

41 

39 

42 

fMar. 28,1934 

24 0 

27 2 

26 6 

25 9 

Apr 11,1934 

53 

52 

53 

53 

INov. 27,1934 

16 3 

18.7 

18.3 

17.8 

Nov 20,1934 

42 

42 

42 

42 

|June 5,1935 

12 3 

15.1 

14 5 

14 1 

Apr. 5.1935 

39 

41 

38 

39 

Sept. 5,1935 

4 9 9 

10 1 

9 0 

9.7 

Oct. 2,1935 

39 

33 

40 

37 


Green 
color 
of the 


19341 


Per¬ 

cent 


57 


1 The percentage of natural green color m the hay is not comparable with that in the meals 

2 Determined May 13. 

a Determined Apr 0 and Apr 16. 

4 Determined Sept 4. 


Table 4 shows the total percentage loss of carotene for the whole 
period of storage for each sample of meal. 

Tadlu 1. Total percentage loss of carotene and green color in alfalfa meals during 
period of storage (about Apr. 1, J0&4, to Oct . /, 1 P$o) 


Meal preparer! from hav bale no 


101 ... . . __ 

111). . 

109 .. ... 

113. 


Average . 



boss of carotene in inenl 

Loss of green color in tnea 1 '. 


ground to pass - 

ground to pass- 


is-mch 

14 -inch 

v*4-ineh 

licit 

14-inch 

j i -inch 


mesh 

mesh 

mesh 

mesh 

mesh 

mesh 


Percent 

Percent 

Percent 

Percent 

Percent 

Percent 


60 9 

63 0 

60 0 

8 6 

21.2 

33 3 

. 

67.4 

62.2 

66 9 

27 1 

27 7 

50 0 


69.0 

67.7 

69 3 

25 0 

24 l 

26.4 

- - - 

58 8 

62.8 

66.2 

26.4 

36 5 

24 5 


64 0 

63 9 

65. 6 

21 8 

27.3 

33 5 


In table 5 the rates of loss of carotene in the meals and those in the 
corresponding samples of baled hay are compared for different out¬ 
door temperatures. 

The percentage of natural green color retained in the meals is 
shown in table 3 along with the data for carotene content. The total 
percentage loss of green color as compared with that of carotene is 
shown in table 4. 
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Table 5 .—Comparison of the rates of loss of carotene in alfalfa meals and carve 
sponding baled hays t stored at different average temperatures 


Meal prepared 
from bale no.-- 


116 . 

119 . 

109 . 

113.__ ... 

Average. ... 


1 Each datum under percent per month is the average /or all grindings from each bale for the tempera¬ 
ture indicated. 

1 With this hay there was an apparent gain of J percent per month Instead of a loss during storage. 

From the data in tables 3, 4, and 5, the following conclusions 
uppearjustilied: 

(1) The rate, of loss of carotene in the meals was not affected by 

the fineness to which they were ground. For the total period of 
storage, the meals ground to pass and %-inch meshes lost on an 

average 64.0, 63.9, and 65.6 percent, respectively. 

(2) The percentage loss of color in the meals was unquestionably 
much smaller than that of carotene. The changes in color, however 
(table 4), are quite confusing. True, the meals faded during storage, 
and on an average the loss of green color was greater in the more 
coarsely ground meals, but the individual results are inconsistent. 

(3) When due allowance is made for the errors in the data, it is 
evident that the rate of loss of carotene in the meals during storage 
was quite similar to that in the corresponding hays, and that in both 
cases these losses were similarly affected by the temperature at 
which I he samples were stored. 

In considering the loss of carotene in the meals, the question 
arises as to the loss that may have occurred during the grinding of the 
meals. A comparison of the results for the hays with those for the 
meals would have no bearing on this question because in making 
the determination for carotene, all hays and meals were finally ground 
to the same degree of fineness. The finest meals, however, were 
about six times as coarse as the material used for analysis, which was 
ground to pass through the finest mesh screen of the Wiley mill. Un¬ 
published data indicate that grinding in this way does not destroy 
the carotene. It would seem, therefore, that the grinding of the 
meals stored in this experiment may likewise have been accomplished 
without a considerable loss of carotene. 

SUMMARY 

Data on the rato of loss of carotene and of color in hays and alfalfa 
meals during storage are presented. 

It appears that on an average the rates of loss of carotene in alfalfa, 
timothy, and clover hays under comparable conditions are quite simi- 


Loss of carotene in the meals 1 


Aver- 


A ver- 


A ver- 

age out- 


ago out- 


age out- 

door 

Per 

door 

Per 

door 

tern- 

month 

tem- 

month 

tem- 

pera- 


pera- 


pera- 

lure 


ture 


turo 

° a. 

Percent 

W 

Percent 

° C 

0 1 

4 6 

16.7 

5 7 

20 6 

8 6 

4 1 

17.8 

6.3 

22 2 

5 6 

2 7 

17.2 

7 6 

20.6 

7 2 

3 6 

17.2 

4 6 

22.8 

a. i 

3.8 

i 

17.2 

6 0 

21.6 


Loss of carotene in corresponding 
hays stored in bales 



Aver¬ 


Aver¬ 



age out¬ 


age out¬ 


Per 

door 

Per 

door 

Per 

month 

tem¬ 

month 

tem¬ 

month 


pera¬ 


pera¬ 



ture 

1 

1 

ture 


Percent 

0 (\ 

Percent 

° a. 

Percent 

5 0 

3 9 

2 . S 

16.1 

8.6 

8 7 

3.9 

Mil) 

15 6 

7 4 

7.9 

3 9 

3 3 

15 0 

5.4 

11.9 

3.9 

2 3 

15.0 

5 8 

8.4 

3 9 

“•‘i 

15.0 

6 8 
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lar. Therefore, the results for the different hays, taken together, 
may be summarized as follows: 

Twenty-two samples of baled hays that were stored in a rather 
dark, unseated barn loft when the outside temperature was 7.2° C. 
or less (as is the case in December, January, February, and fre¬ 
quently in March and November, at Beltsville, Md., lost on an 
average about 3 percent of their carotene content per month. 

With 34 samples of hay, which were similarly stored when the 
average outdoor temperatures ranged from 7.2°+ to 18.9° C. (as in 
April, May, October, and possibly September, at Beltsville), the aver¬ 
age loss of carotene was 0.5 percent per month. 

At outside temperatures above 18.9° C., the loss of carotene dur¬ 
ing storage increased greatly. For six samples of hay that were 
stored during the first summer after cutting, the loss was 21 percent 
per month, and for three samples stored further for a second sum¬ 
mer, it was about 11 percent per month. 

Meals from alfalfa ground to pass %-, and %-inch mesh screens 
lost carotene at the same rate during storage regardless of the degree 
of fineness to which they were ground, and at practically the same 
rate as the corresponding baled samples of hay. 

With hays and meals, stored as above described, the percentage 
rate of loss of carotene was much more rapid than that of their natu¬ 
ral green color. This fact must be taken into consideration in judg¬ 
ing the carotene content or vitamin A potency of a hay from its color. 
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A STATISTICAL STUDY OF SAMPLING IN FIELD SUR¬ 
VEYS OF THE FALL POPULATION OF THE EUROPEAN 
CORN BORER 1 

By M. T. Meyers, agent , and L. H. Patch, associate entomologist , Division of 
Cereal and Forage Insect Investigations , Bureau of Entomology and Plant 
Quarantine, United States Department of Agriculture 2 

INTRODUCTION 

Surveys of insect abundance constitute an important part of the 
activities of economic entomologists. Such surveys not only provide 
fundamental information about insect pests on which control activities 
may be based but also may be used in studying the ecological relation¬ 
ships of those pests under actual field conditions and may thus con¬ 
tribute to the development and improvement of control methods. 
Obviously the methods used in the surveys of different insects and for 
different purposes differ from one another, depending as they do on 
the biology of the insect species and the objectives of the surveys. 

The qualitative biological aspects of insect surveys are usually 
given adequate consideration, but the quantitative aspects of the 
sampling variability of all units of area-wide surveys have seldom, 
if ever, been analyzed under actual field conditions. For the analysis 
of the quantitative aspects of the sampling variability of such area¬ 
wide surveys of insect populations, the methods of analysis of the 
variance developed and introduced by Fisher (4) 3 are perfectly 
adapted. In the present paper these methods are applied to a study 
of sampling variability in the fall survey of the number of larvae per 
100 cornstalks in the area infested by the one-generation brood of the 
European corn borer (Pyravsta nubUalis Hbn.) 

SURVEY METHODS AND DATA 

Beginning with the year 1919, surveys to ascertain the abundance 
of the mature European corn borer larvae in the standing cornstalks 
in the one-generation area have been made each year by the Bureau 
of Entomology and Plant Quarantine, in cooperation with various 
State agencies. The data used in the present analysis cover 66 county 
units, part of which were surveyed in 1931 and part in 1932. For 
certain counties the data for both years, as separate units, were used, 
but the sets for the 2 years are not duplicates, some counties appearing 
1 year but not the other. For both years counties located in Michigan, 
Ohio, Pennsylvania, and New York were included and the whole 
treated as one set of data. The detailed records are on file at the 
office of the United States Department of Agriculture laboratory for 
European corn borer research, Toledo, Ohio. 

‘ Received for publication Mar. 15,1937; issued February, 1937. 

3 The authors wish to acknowledge the encouragement given by D. J. CafTrey and W. H. Larrimer during 
t he progress of these studies; the assistance of K. W. Babcock in the organization of the problem, the analysis 
of the data, and the preparation of the manuscript; and the assistance rendered by Louise M. Kraus in the 
tabulation and calculation of the data. 

3 Reference is made by number (italic) to Literature Cited, p. 871. 
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As the infestation of feeding larvae in the one-generation area is 
confined entirely to the cornfields and almost entirely to the corn 
plants in the fields, the cornfield has constituted the basic unit of the 
surveys, and data were taken only with regard to the infestation in the 
corn plants. 

The intensity of infestation was expressed as the number of borers 
per 100 plants and was estimated by determining the number of 
infested stalks out of 100 and the number of borers per infested stalk. 
The field was divided into quarters and from the approximate center 
of each quarter 25 consecutive plants were gathered. From the 
total number of infested stalks in the 25 stalk samples the average 
percentage of infested plants in the field or the number of infested 
plants per 100 was obtained. Then the infested stalks were examined 
in order to determine the average number of borers per stalk. In 
areas where the level of infestation in general was low, all the infested 
plants up to a maximum of 5 from the 100 plants were dissected. 
In areas where the level of infestation was higher, a maximum of 10 
plants, if available, were dissected. The product of the number of 
infested plants in 100 and the average number of borers per infested 
plant gave the estimate of the number of borers per 100 plants in the 
field. 

In conducting the surveys, a single county was almost invariably 
taken as the unit for which the sampling was carried out and the mean 
level of infestation reported. In general, the counties surveyed were 
fairly uniform in size and served very satisfactorily as basic areas for 
the analysis of the sampling variance. In the counties in which the 
infestation was expected to be relatively low, 25 fields were sampled, 
and in counties where the infestation was expected to be relatively 
higher, 20 fields were sampled. The fields were taken at random 
over the county and later combined into four groups, termed “sec¬ 
tions”, each group containing the same number of fields. 4 

The two main objectives kept in mind in the analysis of the data 
presented in this paper were (1) to determine the relative influence, 
on the reliability of the estimates of the field mean number of borers 
per 100 plants, of the variability (a) of the samples, taken in each field, 
from which the average percentage of infested stalks was computed 
and ( b ) of the samples from which the average number of borers per 
infested stalk was computed, and (2) to determine the amount of 
variability between fields within a county relevant to the reliability 
of the estimate of the county mean number of borers per 100 plants, 
and to compare it with the variability of samples within fields. 

ANALYSIS OF THE SAMPLING VARIABILITY OF THE ESTIMATES 
OF THE FIELD MEANS 

VARIANCE OF A PRODUCT DERIVED FROM THE VARIANCE OF THE FACTORS 

As described, the sampling within fields was carried out by making 
two estimates in each field, one to determine the number of infested 
stalks per 100 and the other to determine the number of borers per 
infested stalk, the product of the two determinations giving an esti¬ 
mate of the average number of borers per 100 stalks. The chief 
problem in the analysis of the sampling within a field is, therefore, to 
assign to each factor the portion of the total sampling variability of the 

4 Whore 26 fields were sampled, the thirteenth field was arbitrarily discarded. 
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estimate of the field mean wliich would be influenced by increasing, or 
decreasing the number of samples in each set independently, and to 
express these portions in comparable terms. 

This problem of analysis may be approached by the use of certain 
equations whereby the mean product, the variability of this product, 
and the variability of each factor of the product may be estimated. 
The mean product in terms of the constants of the factors may be 
estimated by the equation 


X = ~j> i Equation 1 

in which A" is the estimated mean number of borers per 100 plants, 
J) is the mean percentage of infestation, or the number of infested 
stalks per 100 stalks, and 6 is the mean number of borers per infested 
plant. 

The variance of the product, also in terms of the constants of the 
factors, may be estimated by the equation 

Equation 2 

in which p is the percentage of infested stalks out of the 25 stalk 
samples, b is the number of borers in an infested stalk, n' v and n\ 
are, respectively, the number of infestation samples and the number 
of plants dissected, cr p and cr b are the standard deviations of the two 
factors, and o> 2 and <r b 2 are the corresponding variances. 

The variance of the percentage of infested stalks out of the 25 
stalk samples may be estimated by the equation 


V-JMf 
p " «» 


Equation 3 


in which n p is the number of degrees of freedom available for esti¬ 
mating (t p 2 , or n' p — 1. 

The variance of the number of borers in an infested plant may be 
estimated bv the equation 

2 _ n\ Equation 4 


it) which n 0 is tho number of degrees of freedom available for estimat¬ 
ing <r b 2 , or n\— 1. 


A Comparison op the Variances op a Product Obtained by Two Methods 

The variance of the field mean number of borers per 100 plants is 
underestimated when equation 2 is used, if a correlation exists between 
the number of infested stalks in the 25 stalk samples and the mean 
number of borers per infested plant in the corresponding quarters of 
the fields. Owing to the way the data were recorded in the fields, 
the correlation within fields could not be calculated for the years 1931 
and 1932 when the data for this paper were obtained. But from 
data obtained in 1935 from 100 fields in Lenawee County, Mich., 
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and the counties of Fulton, Hancock, Henry, Lucas, Ottawa, Putnam, 
and Sandusky, Ohio, the f&ct of a correlation between the two factors 
within fields was established and the effect this had on the standard 
error of the field mean number of borers per 100 plants was determined. 

To show the existence of a correlation between the two factors just 
referred to, the number of infested plants out of 25 and the mean 
number of borers per infested plant were tabulated for the quarter of 
each of the 100 fields having the largest number of infested plants. 
Then the mean of the 100 samples was calculated for each factor. 
Similarly the data were tabulated and averaged separately for each of 
the other three quarters of each field. The mean numbers of infested 
plants out of 25 were 13.09, 10.53, 8.69, and 6.02 for the four quarters, 
while the mean numbers of borers per infested plant were, respec¬ 
tively, 1.75, 1.68, 1.55, and 1.39 for the same quarters. These data 
show that a decrease in the mean number of borers per infested plant 
is associated with a decrease in the number of infested plants. 

The effect of this correlation on the standard error of the field mean 
number of borers per 100 plants was determined by completing two 
sets of calculations for each of the fields and comparing the mean 
results for groups of fields in the following manner: The first set of 
calculations was made to determine the mean number of borers per 
100 plants for each field by equation 1 and to estimate the variance 
of the mean by equation 2. For the second set of calculations the 
product for each quarter of the field was obtained by multiplying the 
number of infested plants out of 25 by the mean number of borers per 
infested plant (2 or 3 plants were dissected in each quarter) and 
multiplying the result by 4 to obtain the mean number of borers per 
100 plants for each quarter. The mean number of borers per 100 
plants for each field was then obtained by averaging the results for 
the quarters of the fields. The variahce of this general mean was 
estimated by computing the squared deviations of the product for 
each quarter from the mean product for the field and dividing by 4. 
The fields were then arranged in 5 groups, each of 20 fields, according 
to the field mean number of borers per 100 plants obtained from the 
first set of calculations. The group mean numbers of borers per 100 
plants and the group mean standard errors are given in table 1 for 
each of the two methods of calculation. 

Table 1 . —Range of estimates of the field mean number of European corn borers per 
100 plants and the group mean standard errors derived by two methods of calcu¬ 
lation, from 100 fields in northwestern Ohio and southeastern Michigan, 1 US!) 


First method 

Second method 

Mean 

Standard 

error 

Mean 

Standard 

error 

Number 

Number 

Number 

Number 

15. i 

5,25 

15.7 

5.63 

32.5 

9 55 

33 2 

10.41 

flO 0 

18 09 

61.5 

18.03 

81. 1 

2-4. ao 

84.1 

25.04 

151.2 

41.21 

156.9 

43.21 
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It may be observed from table 1 that both the field mean number of 
borers per 100 plants of the groups of fields and the mean standard 
error are slightly underestimated by using equations 1 and 2, The 
average of the five groups shows that the standard error is under¬ 
estimated about 3.7 percent. It appears, therefore, that on the 
average the standard error of the field mean number of borers per 100 
plants may be estimated rather closely by using equations 1 and 2. 
On the basis of this comparison the validity of the results from the 
study described in this paper is assured if the 100 fields surveyed in 
1935 may be taken as representative of the conditions existing in 
lields in general. 

In order to assign to each of the two sets of samples taken in each 
field of the 1931 and 1932 surveys—one set to determine the number 
of infested stalks per 100 and the other to determine the number of 
borers per infested stalk—the portion of the total sampling variability 
of the estimates of the field mean numbers of borers per 100 plants 
which would be influenced by increasing or decreasing the number of 
samples in each set independently and to express these portions in 
comparable terms, the use of equations 1 and 2 is necessary. But 
these equations are incomplete because they make no allowance for 
any correlation which might exist between the two sets of samples. 
The complete form of the equations has been given by Reed (7). 

The complete form of equation 1, adapted from Reed, is obtained 
bv adding the term rcr v a b to the right-hand side of equation 1, and the 
complete form of equation 2 is obtained by adding the term 2rpbo^c; 
lo the right-hand side of equation 2, in which r is the coefficient of 
correlation between the percentage of infestation and mean number 
of borers per infested plant in the quarters of the field and o- and a-, 
are the standard errors of the means of the two factors. It should 
bo noted that in the complete form of the equations as applied to this 
problem there would be only four observations for both p and b. 
Therefore n' v —n\~i. The use of the complete form of equation 2 
gives an estimate of the variance of the mean of the products from the 
quarters of the field. 

SAMPLING VARIABILITY WITHIN 20 FIELDS IN WOOD COUNTY, OHIO 

Table 2 gives the results of the calculations for each field of the 
1932 survey of Wood County, Ohio, and serves to illustrate the 
process carried out for each field in the other counties of the 1931 
and 1932 surveys. As an intermediate step in making the substitu¬ 
tions in equation 2, column 9, a, of table 2 gives the valuo of the 
term of equation 2 for n\— 1, column 9, b, gives the value of the term 
for n' P =l, while column 9, c, gives the variance of their product. 
The values in columns 9, a, anu 9, b, may now be divided by the 
values of n\ and n' v> respectively, representing the actual number of 
samples taken in tho respective fields, to obtain the values given in 
columns 10, a, and 10, b. Column 10, c, the sum of columns 10, a, 
and 10, b, gives the variance of a product when <r/«'& and rjn', arc 
the variances of the means Z and p. 
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SAMPLING VARIABILITY WITHIN ALL FIELDS OF THE SURVEY, GROUPED ACCORDING 
TO LEVEL OF BORER POPULATION 

In order to generalize as completely as possible the information 
from the entire survey, the fields of all counties were grouped accord¬ 
ing to the ranges shown in table 3 and by adding and averaging the 
field means and the variances for w' 6 =1 and 1 of each term and 
the totals for the variance of a product. The ranges used in this 
generalization are entirely arbitrary, table 3 giving a final summary 
of the variances by field level as finally used. (Fields with means of 
4.9 borers per 100 plants or lower are omitted.) In tills table is con¬ 
densed all the information the data afford as to the average magnitude 
and relationships of the parts of the variance at the different levels 
of field populations. Each field, representing its own peculiar set of 
conditions, has its proportionate effect on the final results. The result 
is not universal but is applicable insofar as these data constitute a 
representative sample of a given set of conditions encountered in 
these surveys. 


Table 3. —Summary of the sampling variance within fields , grouped within certain 
ranges of the estimates of the mean number of European corn borers per 100 plants , 
in the counties of the surveys of 1981 and 1982 in the 1-generation area 


Group no. 

Borers per 100 
plants (range) 

Fields 

Borers 
per 100 j 
plants 

Variance of a siugle observa¬ 
tion 

Standard 

deviation 

Coeffi¬ 
cient of 


(group | 

txzO j 

(<0 

variat ion 




mean) 


(5) 



(1) 

(2) 

(3) 

(0 

(a) 

(b) (C) 

(6) 

(7) 


: 

Number 

X timber 



Number 

Percent 

l 

r» <>-- s 9 

154 

0 7 i 

20 K+ 01 7- 88 5 i 

9 4 

140 3 

2 

9 0- 14 9 

10.1 

U 7 

72 

14- 121 2— 193 3 

13 9 

118 8 

.4 

1.1 tV- 24 0 ] 

14.1 

19 5 

191 

4- 210 405 

20 1 j 

103 1 

4 

2.1 (V 34 9 

112 

29 0 

425 

4 321 710 

27 3 

92 2 

1 

3.1.0 44 9 

7H 

40 2 

759 

+ 499 - 1.258 

35 .1 

88. 3 

ft 

4.1 (V- .14 9 

.12 

19 8 

1,311 

4 070 - 2,011 

44 8 

90 0 

7 

65.0- 71.0 

It HI 

65 0 

2, ISO 

4- wo 3.109 

50 3 

86.6 

S 

7,1 O- 94 9 

57 

S3 9 

3. .128 

VI, 129 - 4.017 

08 2 

SI. 3 

9 - I 

9.1 0-124 9 

K<1 

109 0 

.1. 289 

4 1.037 - 0,920 

83 2 

76 3 

in i 

! 125 0-MI 9 ; 

41 

137 7 

8. 53.1 

4 2.121 - 11.010 

10.1 1 

7b. 3 

n _ 

155 0-194 9 | 

.12 

171 0 

13, 971 

V 2,373 - 1b, 347 

127 9 

74 8 

12 

195 0-234 9 

19 

21! 4 

21,77.1 

1.4,917 - 21,722 

100 4 

71. 9 

n 

235.0-274 9 

7 

211 7 

3L. 047 

43. 329 - 34,376 

185.4 

72 8 

14 

275. <V 324 9 

H 

291 7 1 

48,90S 

4 2,717 - 11,71.1 

227 4 

70 9 

l.i 

32.1 CV 374 9 

,1 

.414 2 

47.3,17 

4-2,177 - 49,934 

223 5 1 

63 1 

io 

37.1 0-499 9 

♦> 

423 0 

73.920 

4-2.560 - 76,480 

270 0 

01 4 

17 

.100 0-099 9 

3 i 

125 9 

SO, 1(37 

-43,115 - 83.282 

288 0 

54.9 

is 

700 0 up 

o 

_ 1 

970 U 

180,222 

F 0 ~ ISO. 222 

424 5 

43 8 


Table 3 may be inspected to determine the general characteristics 
of the sampling variability within the fields. In column 6 are given 
the generalized standard deviations of the products corresponding to 
their variances in column 5, c. Column 7 contains the standard 
deviations expressed as percentages of the generalized means of column 
4. These relative values of the standard deviations are statistical 
constants known as coefficients of variation; they serve as indexes of 
variability and measure the fluctuation within the fields at the different 
levels of borer population. 

It will be noted that the standard deviations increase in actual 
magnitude as the means increase, but decrease steadily in relative 
magnitude from about 40 percent larger than the mean at the lowest 
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level to less than 50 percent of the mean at the highest level. The 
part of the variance of the product represented by the tenn b 2 of in 
column 5, b, of table 3 increases until the mean population reaches 
211.4 borers per 100 plants. It then decreases, becoming zero at the 
highest level. The variance of the infestation samples, the of part of 
this term, decreases as the limit of 100-percent infestation is ap¬ 
proached. As the square of the mean number of borers per infested 
plant, the b 2 part of the term, increases it tends to increase the value 
of the tenn, but not at a rate sufficiently great to offset the reduction 
of the value of the variance of the infestation samples as the limit 
of 100 percent infestation is approached. At 100-percent infestation 
the variance of the infestation samples becomes zero and the term 
vanishes completely. 

The part of the variance of the product represented by the terra p 2 of 
in column 5, a, of table 3 is the dominant influence in determining the 
total variance above a level of about 25 borers per 100 plants. This 
term increases from 57.0 percent of the total variance at a level of 
about 30 borers to about 96 percent of the total at a level between 
400 and 500 borers per 100 plants. Over the range of the populations 
covered in these data the variability in the number of borers in the 
infested plants, the of part of this tenn, continues to increase as the 
mean number of borers per infested plant, 6, increases. The square 
of the number of infested plants per 100, the p 2 factor of this term, 
increases up to 10,000 as p increases to its maximum of 100. How¬ 
ever, increases in population beyond 100 percent infestation must be 
as a result of increased number of borers per infested plant, which 
moans that any increase in this term is wholly dependent on the magni¬ 
tude of the of factor, while the p 2 factor remains constant. 

Relativk Valdes op Different Combinations of h'i, and n'„ 

Because of this change in the relative as well as the actual variation 
at different levels of infestation, it is necessary to study the relative 
values of different combinations of n\ and n' v in sampling at each 
population level. Three population levels, 11.7, 109.0, and 423 borers 
per 100 plants were selected from table 3 for study. By substituting 
in equation 2 the corresponding values from columns 5, a, and 5, b, 
table 3, and also different combinations of values of n't, and the 
variances of a product for the various sampling combinations for each 
of the selected levels may bo computed. The variances of a product 
were calculated for all combinations of n\ and n' p equal to 1, 2, 3, 4, 
5, 7, and 10 for the three selected levels. The standard deviations 
were then expressed as percentages of the respective means, i. e., as 
coefficients of variation. The results are shown in the graphs of 
figure 1. 

As noted previously, although the actual magnitude of the standard 
deviation of the mean for any sampling combination increased as the 
mean level of population increased, the relative magnitude decreased. 
Thus, the surfaces of the three graphs of the standard deviations in 
terms of percent of the mean are increasingly lower as the means 
increase. 
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At the level of 11.7 borers per 100 plants (fig. 1, A), the second 
term of the equation (column 5, b, table 3), which is reduced as the 
number of 25 plant-infestation samples, n' p , is increased, is larger 
than the first term (column 5, a, table 3), which is reduced as the num¬ 
ber of plants dissected, n \, is increased, so that the total variance is 
affected more by a comparable increase in the number of infestation 
samples taken than in the number of plants dissected. At this level 
the taking of two infestation samples instead of one sample reduces the 
total variance almost as much as if seven plants had been dissected 
instead of one plant. However, the predominant effect of taking ad¬ 
ditional infestation samples on reducing the total variance is soon lost, 
for at the level of 19.5 borers the taking of two infestation samples 
instead of one sample reduces the total variance only slightly more 
than if two plants had been dissected instead of one plant. At the 
level of 109.0 borers per 100 plants (fig. 1, B) the taking of two infesta¬ 
tion samples instead of one sample reduces the total variance only 
about a third as much as if two plants had been dissected instead of 
one plant, while at the level of 423.0 borers per 100 plants (fig. 1, C) 
the effect is about one-thirtieth as much. At the level of 423.0 borers 
per 100 plants, increasing the number of infestation samples above 
two has practically no effect whatever in reducing the sampling varia¬ 
bility of the estimate of the mean in such fields. 

OTHER CONSIDERATIONS OF SAMPLING WITHIN FIELDS 

In any survev numerous restrictions are always placed on the plan 
of sampling, solely for eliminating bias rather than because of nurely 
quantitative aspects of the sampling variability. In sampling within 
the fields in the present survey one such restriction concerned the 
infestation sample of 25 consecutive plants. Smaller total numbers 
of plants will suffice for attaining a given degree of reliability in the 
estimation of the mean percentage of infestation if smaller numbers of 
consecutive plants are taken at each place selected at random and 
examined within a field. For example, compared with taking a total 
of 100 plants, each plant at a place selected at random, it was found 
that to attain a given reliability in the estimation of the mean per¬ 
centage of infestation, 171 plants were required when 5 consecutive 
plants wore taken in a place, 206 when 10 plants w r ere taken, 285 w r hen 
25 plants w r ere taken, and 660 plants when 100 plants wore taken. 
These results were obtained as an average for five fiokls with percent¬ 
ages of infestation averaging 38.6, no field having been infested more 
than 50 percent. Taking the foregoing numbers of plants in the 
designated manner gave a standard error of 4.71 to the mean of 38.6 
percent, but the same proportions would hold ainonj* the total numbers 
of plants required to attain any other degree of reliability in the esti¬ 
mation of the mean of these five fields. 

To take each plant of the total number examined for infestation in 
the fields of this survey in a place selected at random, however, would 
have necessitated a scheme to eliminate all possible conscious or un¬ 
conscious bias in taking the plants. Any such scheme would probably 
be difficult to devise as well as impractical on account of the time neces¬ 
sarily consumed in putting it into effect. For this reason samples of 25 
consecutive plants taken in each quarter of the field were arbitrarily 
chosen from which to determine the percentage of infestation, in the 
belief that samples of this size would render bias negligible. 
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The question of the randomness of these samples is essentially the 
same as that involved in the technique of determining the yield of 
plots or fields of small grains by harvesting small areas within them. 
Clapham (.l , 2> 3) and Kalamkar (6) studied such problems and pre¬ 
sented experimental data, and on the basis of the analysis of the 
variance deemed the placement of the samples at definite intervals in 
the same drill rows to be undesirable. Rather, they recommended 
that the area be divided into a definite number of equal-sized areas 
and the samples taken at random in these. The objections noted by 
these authors to definite placement of samples hardly apply to the 
manner of taking the infestation samples at approximately the center 
of the quarters of the fields. These samples were taken without re¬ 
gard to the condition of the com at the place of sampling in the fields 
and as an average of a large number of fields the variability would 
approximate closely to that of fully randomized samples within the 
quarters of the fieids which correspond to sections as recommended 
by the foregoing authors. 

Methods of avoiding bias when taking the infested plants for dis¬ 
section to determine the number of borers per infested stalk also had to 
be considered. For this reason only infested plants were dissected 
in the infestation samples, up to the maximum number specified for 
the fields as stated previously. It is obvious that in the field the 
most heavily infested plants would be the ones most easily found, and 
unless careful safeguards were taken in the methods of the survey to 
obtain representative plants from the whole field a considerable bias 
would be introduced. 

The most important question in sampling within the fields, how ever, 
is the relative weight that should be given to the samples of the two 
sets of factors arid this question is answered by the solutions carried 
out on the basis of the equation for the variance of products. As 
used also, the actual sampling variability within the fields, while 
important in properly planning area-wide surveys, is distinctly subordi¬ 
nate to the field-to-field variability within the larger areas, in its final 
effect on the reliability of the estimate of the county mean number of 
borers per 100 plants. 

ANALYSIS OF THE FIELD-TO-FIELD VARIABILITY WITHIN 

COUNTIES 

METHODS OF ANALYSIS OF VARIANCE APPLIED TO SAMPLING VARIABILITY OF 

AREA-WIDE SURVEYS 

The foregoing analysis treated of the sampling variability within 
the fields so that estimates could be obtained of the true levels of 
infestation of each field, these in turn being used to obtain estimates 
of the mean levels of infestation of the counties. Within the counties 
the actual level of infestation will vaiy greatly from field to field. 
The differences between the fields constitute another component of 
the variability affecting the reliability of the estimates of the mean 
populations of the county areas, and this component is of paramount 
importance in the specification of the methods of sampling to be used 
in the surveys. To measure and study the characteristics of this 
component of the variability by itself, and in comparison with the 
components of the sampling variability within the fields, actual ob¬ 
servations under the conditions to be studied must be used. The 
data for the field estimates of the mean number of borers per 100 plants 
41931—38-5 
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for the 66 counties already used for the study of the sampling vari¬ 
ability within the fields constitute the data used for this study of the 
field-to-field variability within counties. 

The fields sampled were selected at predetermined points distrib¬ 
uted fairly uniformly over the county, thus insuring, to the greatest 
possible degree, both representativeness and randonmess in the sam¬ 
ples. The first step is to determine by the methods of the analysis 
of variance devised by Fisher (4) whether the fields within sections 
of the counties tended to be more nearly alike in level of infestation 
than the fields over the whole counties—in other words, to see whether 
there were significant differences in level of infestation between the 
sections of the counties. For this study each county was divided 
into four sections of approximately equal area but more or less ar¬ 
bitrarily delimited so as to have each section include the same number 
of fields in as compact units as possible. The allocation had to be done 
after the surveys were carried out, but care was exercised to avoid any 
consideration of the values in making up the sections, these being based 
entirely on location. In counties in which 20 fields were sampled 
each section included 5 fields and in counties in which 25 fields were 
sampled each section included 6 fields. (Fields numbered 13 in the 
counties of 25 fields were uniformly and arbitrarily discarded and 
county means and other values adjusted accordingly.) The solutions 
were carried out by the methods of the analysis of variance to deter¬ 
mine (1) the total variation of the field means from the county mean, 
(2) the variation of the field means within the sections from the 
means of their respective sections, and (3) the variability attributable 
to the differences between the mean population levels in the four 
sections. These parts were later related to the sampling variability 
within fields, solved in the preceding section of the paper. 

DATA FOR SURVEY OF WOOD COUNTY, OHIO, IN 1932 USED TO ILLUSTRATE THE 

SOLUTION 

The values for the mean numbers of borers per 100 plants for the 
20 fields surveyed in Wood County in 1932 will be used to illustrate 
the solutions which were applied to all counties. These values are 
given in column 12 of table 2 and the manner of grouping the fields 
into the four sections is shown in figure 2; while the values, arranged 
according to sections for the analysis of the variance, are given in 
table 4. 


Table 4. —Mean number of European corn borers per 100 plants by fields for the 
survey of Wood County, Ohio, in 1932, arranged in sections for the analysis of 
the variance 


Section 1 

l 

| Section 2 

Section 3 

Section 4 

Field no. 

Mean 
mim ber 
borers 

Field no. 

Mean 

number 

borers 

Field no. 

Mean 

number 

borers 

Field no. j 

Mean 

number 

borers 

1. 

19.5 

3. 

56.1 

10. . 

14.4 

12 . 

10.8 

2. 

25.5 

4. 

8.8 

15. 

56.7 

13 

52.5 

g 

69.3 

8 . 

84.0 

16 . ! 

137.2 

14. .. 

131.6 

6 ,... 

91.2 

9. 

9.0 

17.. „ j 

168.0 

19 

118.5 

7. 

59 $ 

11. 

6.0 

18. . ! 

59.2 

20 

151.2 







Total.I 

265.8 


163.9 


435.5 


464.6 



- 
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Examples of the application of the methods of the analysis of 
variance to similar problems and detailed discussions of the concepts 
involved are given in numerous publications including Fisher (4), 
Wishart (9), and Snedecor (8). Although all these vary somewhat 
in the particular arithmetic procedure, the basic concepts are the same. 



Figure 2.—Map of Wood County, Ohio, showing the location of the fields sampled in 1932 In the survey 
of the number of borers per 100 plants, and the allotment into four sections for tne analysis of the field-to- 
field variability within the county. 


Specifically, this particular problem is identical with the class given 
by Snedecor (8) as example 1, page 3, of his manual. This type of 
problem has a single criterion of classification and an equal number 
of observations in each of the classes. 

From table 5 it will be’ noted that the sum of the squares of 
the deviations of the 20 field means from the section means repre- 
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sen ting 16 degrees of freedom is less than the sum of the squares 
of the deviations of 20 field means from the county mean represent¬ 
ing 19 degrees of freedom. The difference is attributable to the 
3 degrees of freedom representing the deviations of the population 
levels of the four sections from the general county mean. 

Table 5. —Analysis of the variance in the mean number of European corn borers 
per 100 plants in Wood County , Ohio, in 1982 


Variation 

Degrees of 
freedom 

i 

Sum of 
squares 

Mean- 

square 

deviation 

Standard 
or root- 
mean- 
square 
deviation 

Total for county____-. 

10 

50,842.07 

2,675.90 

61.73 

Within sections.... 

16 

38,641.85 

2,415.12 

49.14 

Between sections.-. 

3 

12,200.22 

4,066. 74 

63.77 


The values in the last two columns of this solution for the mean- 
square deviation (variance) and the root-mean-square deviation are 
directly comparable in magnitude within the columns. 

Assuming that real differences were indicated between the actual 
population levels of the sections as laid out in Wood County in 1932, 
the mean-square deviation or variance between sections in table 5 
may be considered as being made up of two parts, the first with 
variance of A u representing the estimated actual differences in level 
of population between sections, and the second or B x part, which is 
the mean of the variance within sections for the individual fields 
shown above. This phase of the problem has been discussed by 
Fisher (4) in section 40. The A x part is found from the difference 
between 4,066.74 and 2,415.12, or 1,651.62, while the B x part is the 
mean variance between fields within sections, or 2,415.12. The values 
of the mean-square deviation in table 5 are the variances of single 
fields, and since a section comprises 5 fields, the A x part of the variance 
of the section mean number of borers per 100 plants is one-fifth of 
1,651.62, or 330.32. The sciuare root of this, 18.17 borers per 100 
plants, is the estimated standard error of the real levels of population 
from section to section, corrected for the sampling variability within 
the sections. This discussion is more readily understood by assuming 
that the mean-square deviation between sections approximates the 
mean-square deviation within sections so closely that the difference 
between them is well within the limits set for errors of random sam¬ 
pling. Then the variability between fields in one section and fields 
in other sections would not be significantly greater on the average 
than the variability from field to field wdthin the sections and the A x 
part of the variance would not exist. 

But the Ai part of the variability within counties is irrelevant to 
the reliability of the estimates of the county means if at least one field 
is sampled in each section, and it should be eliminated in the estimate 
of the true sampling variability. In replicated field experiments 
Fisher (5) terms this method “local control”, but it can be applied 
as well to methods of area-wide insect surveys. It is evident, there¬ 
fore, that only the B x part, or the variance of the field means within 
the sections, applies to the reliability of the estimates of the county 
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means. In the solution as carried out here the local control is applied 
by dividing the county into four sections. The 20 or 25 fields sampled 
in these surveys were distributed over the counties, but were arbi¬ 
trarily groupea into 4 sections as being the solution combining most 
advantages in the study. In order to carry out any formal solution 
for the estimate of the parts of the variance, there must be at least 
two assumed sections and at least two fields in each section. If there 
are the same number of sections in each county the results may be 
combined for study later. Also, in the study hereinafter carried out, 
if there are four sections per county the estimated variability of 
county means will proceed by four-field intervals, which is a con¬ 
venient unit. 

Just as the total variability of the field means from the county 
mean was separated into two parts, so also may the B x part of the 
variance which applies to the reliability of sampling in the county be 
divided into two parts for more detailed study of the sampling methods. 
The first part, designated as the A 2 part, represents the estimated 
variance of the real levels of population of the fields within the sections, 
and the second part, designated as the B 2 part, represents the vari¬ 
ability of the sampling within the fields for the estimation of the field 
means and will be taken at n' p =n' b = 1. This B 2 part is obtained 
directly from column 9, c, in table 2. The total 88,852 is divided 
by the number of fields (20) sampled in the county, which gives a 
mean-square deviation of 4,442.6. The square root of this value, 
66.65 borers per 100 plants, is the corresponding standard deviation. 
The components of this 4,442.6, affected respectively by modifications 
in the numbers of plants dissected to determine the number of borers 
per infested plant and in the numbers of samples taken to determine 
the percent infestation, are obtained in the same manner from the 
corresponding columns, i. e., 9, a, and 9, b, of the same table. The 
mean-square deviation affected by the number of plants dissected is 
3,477.35 and that affected by the number of infestation samples is 
965.25, designated as the C 2 and I) 2 parts of the variance, respectively. 

The A 2 part is equated from the B l part as the A x part was equated 
from the variance of the section means. The B x part, or the varia¬ 
bility of the field means within the sections, is made up of a part, 
designated as the A 2 part, which represents the difference of the true 
field levels from the section levels, and a part due to the variability 
of the sampling within the fields. The latter is estimated from col¬ 
umn 10, c, of table 2. This column gives the estimated total variance 
of sampling within each field for the actual sampling combination 
used. Each field has to be figured separately owing to the differences 
in the number of plants dissected in the various fields, otherwise this 
step could be figured in one operation, as in subtracting the B x part 
from the variance between sections for estimating the A\ part of the 
variance. The sum of this column, 11,795, divided by 20 gives the 
average variance within the fields, or 589.75. This is subtracted 
from the variance within sections, B u or 2,415.12, giving as A 2 
1,825.37, or the estimated variance of the true levels of population of 
the fields from the section levels; that is, it gives the estimated vari¬ 
ance if all field levels and section levels were known without error. 
The square root of this value, 42.72 borers per 100 plants, is the cor¬ 
responding standard deviation among the fields within sections. 
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The sampling within the fields, however, contributes to the varia¬ 
bility of the fields within the counties and thus influences the relia¬ 
bility of the county means obtained as estimates of the true population 
levels. The B 2 given above for n' p =n\— 1, and its parts, C 2 and 
1) 2 , are taken for the basic estimate of these values for counties for the 
purpose of standardization. The sum of B 2 and A 2 is the estimated 
total variance of fields within sections when 1 sample of 25 con¬ 
secutive plants is examined to determine the percentage of infestation, 
and 1 infested plant is dissected to determine the number of borers 
per infested plant in each field. The square root of this value, 79.17 
borers per 100 plants, is the corresponding total standard deviation 
for fields within sections. 

This completes the analysis of the variability of the samples as 
actually taken in the county. The information that has been derived 
is summarized in table 6. 


Table 6. —Summary of analysis of the variance in surveys of European corn borer 
populations, Wood County, Ohio, 1932 


Estimated variability of— 

i 

Variance 

Standard 
deviation, 
borers per 
100 plants 

Designation 

Value 

Section levels from county level - .-.. 

A, 

A 2 

B % 

At+B> 

330 32 
1.825.37 
4,442 60 
6,267.97 

Number 
18.17 
42. 72 
66 65 
79 17 

Fields levels from section level-.._ _ _. 

Sampling within fields (n' ; ,=*«'j.=*l)_. ... 

Total of estimates of field means (n' P ~n'b»1) from section means. 


SAMPLING VARIABILITY FOR THE COUNTIES GROUPED BY LEVEL OF POPULATION 

An analysis similar to that made in Wood County, Ohio, was made 
for each of the other 65 counties of the 1931 and 1932 surveys in the 
one-generation area in which the sampling variability within fields 
was studied. The counties were then arranged according to the 
mean numbers of borers per 100 plants, and the variances added and 
averaged over specified ranges as shown in table 7. The ranges used 
here are entirely arbitrary, as in the case of the ranges used for the 
study of the variability of the sampling within fields. Corresponding 
standard deviations, both as actual values and as percentages of the 
group means of the numbers of borers per 100 plants, are also given 
in the table. 







Table 7 .—Summary of the sampling variance within counties of the estimates of the mean number of European corn borers per 100 plants for the 
counties of the 1931 and 1932 fall surveys of infestation of the one-generation area studied 
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Examination of the results in table 7 reveals that the total standard 
deviation relevant to the sampling of the county means, -fA 2 +B 2> 
increases in actual magnitude as the mean level of population increases 
in the counties. This standard deviation also decreases in relative 
magnitude but with no pronounced trend at the higher levels of borer 
population. The standard deviation of the Ai part of the variance, 
which is the estimated variance of the real section levels from the 
county levels of population and is eliminated by the principle of local 
control, and therefore is not relevant to the reliability of the estimates 
of the county means, increases in actual magnitude as the mean level 
of population increases in the counties. The percentage this standard 
deviation bears to the county means is almost constant. The stand¬ 
ard deviation of the A 2 part of the variance, which is the estimated 
variance of the real field-to-field differences within sections, increases 
in both actual and relative magnitude as the county levels of popu¬ 
lation increase. 

The standard deviation of the B 2 (for n' P =n' b —l) part of the 
variance, which is the variance of sampling within the fields, increases 
in actual magnitude and decreases in relative magnitude as the countv 
levels increase. Within the fields the parts of the B 2 variance C 2 
(wltich is affected by the number of plants dissected, n\) and 1) 2 
(which is affected by the number of infestation samples, n'„) show 
somewhat the same characteristics on the basis of counties as they 
did for the individual fields, when classified by population levels. 
Both parts increase in actual magnitude as the county levels increase, 
but the C\ part increases very much more rapidly than the T) 2 part. 

These characteristics of the parts of the variability of sampling 
within the counties all influence the relative effectiveness of different 
methods of sampling in estimating the levels of populations in various 
areas. Figure 3 shows the standard deviations of county means for 
various sampling combinations for the three levels 8.88,‘ 57.55, and 
99.61 borers per 100 plants taken from table 7. 

The values for figure 3 were derived as follows: Let n' equal the 
number of sections per county (in this analysis assumed to be 4) and 
let k equal the number of fields sampled per section. Then the vari¬ 
ance of the estimates of the county means for any sampling combi¬ 
nation is given by the equation 

A +— 4 - ^ 

Ai+ n'^u' 

<r county mean=- -yg-—Equation 5 

As the number of fields sampled in a county is increased over four 
the area is divided into an equal number of sections of uniform size 
and one sample taken in each to accomplish the greatest possible 
amount of local control, thus shifting more of the A 2 part of the 
variance to the rij part, but it was not practical with these data to 
carry out a solution which conformed strictly to this principle, 
-finally, the standard errors of the means for the various sampling 
combinations are stated as percentages of the corresponding means. 
Corresponding values for all sampling combinations for n'—4 with k 
values from 1 to 10 (4 to 40 fields) and n \=1 and 5, and n' p —\ and 4 
were computed for the three levels shown in figure 3. 
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Fields in Each of Four Sections (Number) 

Figure 3.—Standard deviations of county means as percentages of the county means for various combina¬ 
tions of samples within the fields and various numbers of fields sampled within the county for means of: 
A, 8.88 European corn borers per 100 plants; B, 57.55 borers per 100 plants, C, 09.61 borers per 100 plants. 
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At the level of 8.88 borers per 100 plants, increasing the number of 
plants dissected, n't,, from 1 to 5 within each field has nearly the same 
effect in reducing the standard deviation of the estimates of the 
county means as increasing the number of 25-plant infestation 
samples, n' v , from 1 to 4, and increasing both n\ and n' v by these 
amounts at the same time is about twice as effective. As the levels 
of population of the counties increase, the reduction in the variability 
of the county means due to increasing the number of infestation 
samples decreases rapidly, and the curve for n\— 1 and n ' p =4 
approaches the curve for n\=l and n'„=l, and the curve for n \—5 
and n'„= 1 approaches the curve for n' b =5 and n' p — 4. The charac¬ 
teristics of the various parts of the variability of sampling in this 
survey are thus revealed. 


DISCUSSION 

In the past, several studies have been conducted relative to the 
methods of sampling to be followed within fields in surveys of insect 
abundance. From the standpoint of the methods of conducting 
area-wide surveys those studies give information only on a relatively 
less important part of the total variance of sampling, whereas they 
really should apply to the estimates of the mean of the larger areas. 
Furthermore, the fields in which the sampling studies were conducted 
often were selected and limited in number, thus still further limiting 
the applicability of the results. It is only from actual survey data, 
such as are used in this paper, that estimates of all the essential parts 
of the sampling variability can be obtained. This information on the 
characteristics of the sampling variability in the surveys is obtained 
along with the current collection of information on the status of the 
insect population. The specifications which effectively meet these 
two requirements in a survey are practically the same. 

The method of sampling at the beginning of a survey must be based 
on such information as may be at hand, including the knowledge of the 
biology of the insect and host, matters of agronomy, the general 
principles of survey sampling, the objects of the survey, similarity to 
other surveys that have been conducted, and the reconnaissance 
observations that have been carried out previously on the same 
problem. It should not be difficult to arrive at specifications fairly 
near the most efficient ones possible by making use of all these factors. 
As the data accumulate in the survey they are analyzed in reasonable 
detail and the desirable improvements in methods inaugurated. 

The three basic principles of survey sampling which are essential 
to meet the requirements of obtaining the most reliable estimate of the 
area means, and the proper measurement of the parts of the sampling 
variable, are: (1) Replication or multiple samples in each subdivision 
of the survey (i. e., counties or fields); (2) local control, or dividing 
the area to be sampled (counties or fields) into as many sections, 
uniform in size or representing aliquot parts of the host organism to 
be sampled, as there are samples to be taken; and (3) randomness, 
or taking one of the specified samples at random in each section. 
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Replication increases the reliability of the estimates of the area 
means, such as counties or fields, directly in proportion to the number 
of samples. The larger the number of samples taken, therefore, the 
greater the reliability of the estimate of the mean, although as the 
number becomes larger the relative effectiveness of this factor per 
unit sample becomes less and less. When combined with the prin¬ 
ciple of local control, however, the effectiveness of the replication is 
usually greatly enhanced. 

The sampling variability which applies to the reliability of the 
estimates of the means is the variability within sections for each phase 
of sampling (county or fields in this survey). As the number of sec¬ 
tions is increased, more and more of the total variability of the given 
phase is shifted from the part of the variability from sample to sample 
within the sections, that which is relevant to the variability of the 
estimates of the means (5), to the part of the variance for differences 
between the levels of the sections, that which is irrelevant to the 
variability of the estimates of the means. Thus, by the combination 
of the principles of multiple samples and local control, the variability 
of the estimates of the corresponding means is reduced much more 
rapidly than the square root of the number of samples operating on 
the total variability of the unit samples. If for any reason the sam¬ 
ples are grouped in clusters, some of the advantage of local control is 
lost and the solution for the analysis of the variance must be modified 
accordingly. This is true even though it is necessary to consider 
two or more of the samples of a given area of the survey together 
in a section of correspondingly larger size for the analysis of the 
variance. Some of the true section-to-section variability which is 
irrelevant to the variability of the estimates of the means is of neces¬ 
sity included within sections because of this limitation in the solution 
for actual survey data, but the entire gain due to local control by 
placing all samples in uniform sections actually is inherent in the 
estimate of the mean itself. The discrepancy usually is not very 
great. Randomness in taking the samples within the section is, of 
course, absolutely essential for obtaining either an unbiased estimate 
of the corresponding means or a correct estimate of the sampling 
variability. 

Although these principles of sampling apply equally to sampling 
within fields or between the fields of a county, the phases differ 
greatly in relative effectiveness, per unit sample, on the reliability 
of the estimates of the means. Increasing the number of samples of 
the phases involving successively larger unit areas has much more 
effect on the reliability of the final means than like increases in the 
successively smaller units, although this advantage is offset to some 
extent by the greater cost of increasing the number of samples in the 
larger areas. The mathematical relationship in this survey may be 
obtained from equation 5. The increased effectiveness of additional 
samples on the reliability of the means becomes less pronounced as 
the number of samples increases, owing to the fact that the reliability 
of estimates of a mean is directly in proportion to the number of 
samples. No one phase, therefore, is increased indefinitely without 
regard to the others, and a proper balance in sampling is maintained. 
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SUMMARY 

The data used for the analysis of the sampling variability in this 
study consisted of the records of the 1931 and 1932 fall surveys, for 
the number of European corn borers per 100 plants, of a total of 66 
county units located in the States of Indiana, Michigan, Ohio, Penn¬ 
sylvania, and New York, infested by the one-generation strain. The 
methods of determining the sampling variability within the fields, for 
the estimation of the field means, and the variability from field to 
field within the county (part of which pertains to the reliability of the 
estimates of the mean level of population in the counties) were 
analyzed in considerable detail. 

In sampling within the fields 4 units of 25 consecutive plants were 
first examined to determine the number of infested plants out of 100 

f dants; then from 5 to 10 of these infested plants were dissected to 
umish an estimate of the average number of borers per infested 
plant. The product of these two means gave the estimates of the 
field mean number of borers per 100 plants. The equation for the 
estimation of the variance of products from the variance of the factors 
was used to obtain the estimates of the variance of these field mean 
numbers of borers per 100 plants. This method expressed the vari¬ 
ability of sampling within the fields in terms that permitted the direct 
comparison of the contributions of any combination of the two sets 
of factors to the final variability of the estimate of the field mean. 

The variability from field to field within the counties was divided 
into three main portions by the methods of the analysis of variance. 
The first portion consisted of the variability between county sections 
each of which was arbitrarily chosen to include one-fourth of the fields 
sampled in the county. This portion of the variability, which repre¬ 
sented the estimated actual differences in level between the sections, is 
irrelevant to the estimate of the reliability of the county means, and 
illustrates the effect of applying the principle of local control in sam¬ 
pling in area-wide surveys of insect abundance. 

The variability of field means from the respective section means is 
divided into two portions, one representing the estimates of the 
variability of the true field levels from the respective section levels, 
and the other representing the variability of the estimates of the field 
means for a given system of sampling within the fields. 
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TO INTENSIFY CRONARTIUM RIBICOLA ON PINUS 
MONTICOLA 1 

By J. L. Mtelke 2 

Assistant pathologist , Division of Forest Pathology , Bureau of Plant Industry , 
United States Department of Agriculture 

INTRODUCTION 

Four species of Ribes i arc of special importance in the control of 
white-pine blister rust (Cronartium ribicola Fisch.) in the commercial 
ranee of western white pine ( Firms monticola Dough) in northern 
Idaho, northeastern Washington, and western Montana because of 
their abundance, distribution, and reaction to the rust (12)} These, 
in the order of their numerical prominence, are Ribes lacustre (Pers.) 
Foil*., R. I'iscosissimum Pursh, R. inerme Rydb., and R. petiolare 
Dougl. 

Extensive field studies in the rust-infected regions of western North 
America have shown that very wide dilferences exist among those 
four species both as to their susceptibility to the rust and to tne sub¬ 
sequent development of telia (9)} Their order of prominence in these 
respects is: Ribes petiolare , R. inerme, R. riscosissimum, and R. 
lacustre , (he first two species being relatively very high, the third 
medium to low, and the last very low. On the basis of the high 
susceptibility of and profuse telial development on R . petiolare and 
R inerme , as observed early in the course of field studies in British 
Columbia (3), it was obvious that rapid and severe damage to the 
associated stands of western white pine ( Finns monticola Dough) 
would occur as the ru^t spread into the region centering in northern 
Idaho. Both R. petiolare and R. inerme are confined by habitat 
requirement* to limited areas along stream courses, which arc favor¬ 
able sites for tho development of the fungus. Therefore, in the 
region under discussion, the large-scale protection work against the 
rust carried on by the Bureau of Entomology and Plant Quarantine, 
United States Department of Agriculture, had as its immediate 
objective the systematic eradication of ribes in the stream-type areas 
where one or more of these highly susceptible species occurred (IS). 
As the rust spread and intensified in the region comprising northern 

J Received for publication May 28,1027 issued February, 1988 

2 The author is indebted to H U Lachniund, formerly pathologist, Division of Forest Pathology, who 
supervised the study, and to A. A. McCreadv, W. F. Cummins, and C. J Nusbaum, former members, 
and J W. Kimmey, T S Buchanan, and T. W. Childs, presont members, of the same Division, for assist¬ 
ance in the collection of the data on which this paper is based Acknowledgment is also made to G. B, 
Posey, formerly of the Division of Plant Disease Control, Bureau of Entomology and Plant Quarantine, 
U S Department of Agriculture, for advice and suggestions during the course of the study, to Dr. H T. 
UUssow, Dominion botanist, and to various other members of tho Dominion and Provincial Governments 
of Canada for their friendly cooperation 

1 The genus name Ribes, as well as tho common noun “ribes,” is used in this paper to include both currants 
and gooseberries. 

4 Reference is made by number (italic) to Literature Cited p. 882. 

* Kimmey, J. W. susceptibility of ribes to cronartium ribicola in the west. Jour Forestry 
[In press.] 
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Idaho, western Montana, and northeastern Washington, continued 
observations showed that pine infection was developing in damaging 
proportions in upland areas where both Ribes viscosissimum and 
/?. lacustre were present. Recognition of this condition made it 
necessary for the control program in this region to include the eradica¬ 
tion of these species over the upland areas as well as the more sus¬ 
ceptible species found only in the stream-type areas. Since, how¬ 
ever, R. lacustre almost always occurs in association with other 
Ribes species, practically nothing was known regarding its pine- 
infecting capacity, but, on the basis of previous knowledge of its 
reaction to the rust, together with observations in the field, the 
species was thought to be relatively innocuous. The present study 
was undertaken to test this assumption. 

This paper reports the results to date of a study made over a 
period of several years in the vicinity of Revelstoke, British Columbia, 
on a plot situated within the only known area in western North 
America where the prickly currant (Ribes lacustre) has been solely 
responsible for blister rust infection of a stand of western white pine. 
Because the Revelstoke area is w r ell within the range of Pinus monti- 
cola> results of the study are considered of value in connection with 
control of the rust in the region centering in northern Idaho. 

LOCATION AND DESCRIPTION OF THE STUDY PLOT 

The plot is located in the interior of British Columbia, approxi¬ 
mately 9 miles north of Revelstoke and on the east side of the Colum¬ 
bia River. It is 45 acres in size and is situated within the edge of an 
old burn on a steep mountainside with a westerly exposure. A few 
small creeks, the largest of which enters the plot near the southeast 
corner and runs out midway of the western boundary after forking 
several times, drain the area very w T ell (fig. 1). A large rockslide 
near the northeast corner considerably reduces the density of vegeta¬ 
tion in that part. 

Bordering the plot on the south side is a stand of mature timber, 
composed mainly of western hemlock (Tsuga heterophylla (Raf.) 
Sarg.), western red cedar or giant arborvitae {Thuja plicata D. Don), 
and Douglas fir (Pseudotsuga taxifolia (Lam.) Britton), which extends 
southward for about 6 miles. To the north and east is an extensive 
burned area on which there occurs a sparsely stocked stand of repro¬ 
duction composed mainly of western white pine and aspen (Populus 
tremuloides Michx.). Near the west boundary is the Columbia River, 
and on the opposite side of it there is a very extensive stand of mature 
timber composed mainly of western hemlock, western red cedar, and 
western white pine. 

The only pine, and also the predominant tree species, on the plot 
is'Pinus monticola. All species are unevenly distributed on the area, 
with the greatest density of growth on the southwest half. At first 
glance the stand appears to be almost pure pine in its composition, and 
in this regard it is typical of many others in the region. The principal 
tree associates of the pine are alder (Alnus sinuata (Regel) Rydb.), 
willows {Salix spp.), paper birch {Betula papyrifera var. subcordata 
(Rvdb.) Sarg.), aspen, Douglas fir, western hemlock, and western red 
cedar. The stand is in the reproduction stage and was about 25 
years of age at the time the study was started. The pines averaged 
slightly over 12 feet in height. 
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Bushes of Ribes lacnstre , the only Ribes species present, are con¬ 
centrated along the creeks and scattered elsewhere on the plot (tig. 1). 
This same species was also noted in moderate abundance along streams 
and on moist areas on 


the lands surrounding 
the plot, particularly 
to the south, east, and 
west. No other Ribes 
species were found 
closer than about 8 
miles distant. 

FIELD PROCEDURE 

The area was located 
in the late fall of 1927, 
but no work was done 
onitthatyear. In 1928 
the plot boundaries 
were surveyed and the 
45-acre area within 
them was mapped and 
subdivided into blocks 
1 chain square (tig. 1). 
Numbered stakes were 
placed at all block cor¬ 
ners to facilitate future 
work. 

In the summer of 
1929, all the Finns 
monticola trees on the 
plot were numbered, 
and their positions, 
together w ith the posi¬ 
tions of all Ribes la - 
entire bushes, were 
mapped. Also, the 
number of feet of live 
stem for each ribes 
bush w as obtained for 
use in computing tho 
average amount of 
live stem per acre. 
No general survey of 
pine infection was 
made, but all blister 
rust cankers observed 
during the course of 
the other work were 
tagged and significant 
data recorded. Sys¬ 
tematic examinations 



Figuue 1 .— Revelstoke natural pine infection area plot, Kevelstoke, 
British Columbia. 


were made, howrever, of 100 bushes of R . lacustre to determine the 
amount of rust present on them. These bushes, which mainly occurred 
scattered over that portion of the plot having the greatest density of 
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the ribes and the pines, were tagged and used in subsequent years 
for the purpose of measuring annual infection. On the basis of the 
author’s past experience with the rust, the 100 bushes were considered 
more than an adequate number for giving an index of the decree of 
infection over the entire plot. Also, extensive observations indicated 
that the infection on them was as great, if not slightly greater, in 
amount than would be the average for all bushes. 

The systematic examination of the pines for blister rust infections 
was started in mid-June 1930. A numbered tag was attached to 
each canker found in order to prevent duplication and for future 
reference. Recorded data included: (1) Location on the tree of the 
infected branch, (2) diameter ot the branch at the lower limits of the 
canker, (3) distance from the lower limits of the canker to the bole, 
(4) diameter of the bole at junction of the infected branch, (5) age of 
growth on which the canker originated, and (0) stage of development 
of the canker. Using these data, together with information on canker 
growth and effects reported by Lachmund (ff), experienced assistants 
made estimates in the field as to whether the fungus would grow 
down the branch and into the bole. In the event that this was 
expected to happen, the number of years required for such growth 
and for the consequent death of or severe damage to the tree was 
also estimated. Limited time and personnel permitted examination 
of approximately only f>0 percent of the trees in 1930, the remainder 
of them being examined during the following season. 

The data available by the fall of 1931 showed that practically all 
pine infection on the plot occurred during the years 1922 to 1928, 
inclusive, the greatest part of it having originated in 1927. Any 
infection that might have taken place subsequent to 1928 was not 
yet readily apparent. Observations made in the fall of 1931 and 
spring of 1932, however, revealed that numerous cankers had not 
been found during the course of the examination in 1930, apparently 
mainly because of their small size at that time. Consequently, all 
the pines were reexamined in the summer of 1932, at which time many 
additional cankers of 1927 origin and some of 1928 origin were' found. 
All of these were tagged and the usual data on them were obtained 
and recorded. Since the reexamination was being made 5 years after 
the heavy wave of infection in 1927 and 4 years after a much lighter 
wave in 1928, it was concluded, on the basis of earlier studies on 
canker growth and development (4, 5, 6 ), that all cankers having their 
inception in those years and previously should be of sufficient size 
to be readily visible in 1932. A check made a few years later indi¬ 
cated that this conclusion was correct. However, it was also found 
that a small percentage of cankers had still escaped detection during 
the reexamination. Failure to find these few was not ascribed to their 
small size but to the human factor involved. 

RIBES INFECTION 

No records of the extent of blister rust on Ribes lacustre are available 
for 1922, the year of first-known pine infection, nor were systematic 
data obtained for 1927, the year of greatest intensification of the 
disease on pine. The first examination of R. laemtre was but a 
cursorv inspection of about 30 bushes made in the fall of 1927 at the 
time the area was discovered. Less than half of them bore evidence of 
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the rust, which was present only in slight amount. In the fall of 1928 
an intensive survey was made of this host on the plot, and again the 
rust was found to* be very sparse, the degree of infection being less 
than half that recorded in any subsequent year. Starting iq 1929, 
however, systematic data were obtained annually until 1935 on the 
100 tagged bushes previously mentioned. These data, which are 
summarized in table 1, were recorded and computed by the same 
methods described in a previous paper (9). 

From table 1 it is evident, even for those years in which there 
occurred the greatest development of the rust on Ribes lacustre , that 
while only an extremely small percentage of the total lower leaf area 
became infected and a still smaller percentage bore telia there has 
been an almost consistent annual increase in the amount of rust. 
From those records, together with those obtained in 1927 and 1928, 
it would seem possible that a similar relationship might have extended 
back to 1922. [f tliis relationship did not extend back to 1922, it 
still is reasonably safe to assume that the fungus was never much 
more abundant on R. laevstre than in those years for which data are 
available, for, as is later shown herein, very few sporulating cankers 
could have been present on the area to have caused such infection. 
Even if the rust was more prevalent than that shown from 1929 to 
1934, however, it seems doubtful if it ever was present in sufficient 
amount to be classed as a heavy attack on this Ribes species. In 
support of these suppositions it may be demonstrated that the recorded 
infection has been very light when percentages of total leaf area 
infected and total leaf area bearing telia (table 1) are compared with 
the average figures for susceptibility and telium-producing capacity 
of R. lacustre presented in table 2. The figures in table 2 were ob¬ 
tained by Mielke, Childs, and Lachmuml in their large-scale relative- 
susceptibility studies (9). Since nearly all the R. laevstre bushes 
on the Kevelstoke plot grew in the shade or partial shade of other 
vegetation, the data presented for them should be compared mainly 
with the data for corresponding growth forms shown in table 2. 


Table 1 . — Annual blister rust infection of 100 lagged Ribes lacustre bushes on the 

Revel stoke plot 


Yea i 


1929- 

1930- 
1931.. 

1932- 

1933- . 

1934- 


Bushes 


F.\aimued 

| Infected 

i 

A n mber 

N u mber 

100 

39 

100 

93 

100 

100 

100 

100 

100 

100 

98 

98 


Total leaves 

Examined 

Infected 

Number 

Number 

70,585 

738 

59,050 

837 

50, 710 

1,815 

36,745 

5,144 

57,415 

0,310 

65.905 

1 0.597 


Total lower leaf area 


Infected 

Bearing 

telia 

J*ercent ! 

Ptra nt 

0 05 

0.01 

07 

.03 

.19 

.05 

.59 

.17 

.33 

.07 

.35 

.04 


T\ble 2. -Average figures for susceptibility and telium-producing capacity of 

Ribes lacustre 


Form of R. lacustie as related to exposure to sunlight 


Open. 

Part-shade 
Shade. 


Total lower leaf area 


Infected 

Bearing telia 

Percent 

Percent 

3.4 | 

0.4 

4 3 j 

.7 

8.1 ! 

2.9 
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PINE INFECTION 

As a result of the examination of the pines made during the years 
1929 to 1932, inclusive, a total of 10,109 cankers was recorded. 
Analysis of the data, hy Lachmund’s (4) method of determining the 
age of blister rust infection on western white pine, indicated that 337 
of these cankers had their inception in 1922, 150 in 1924 and 1925, 
and the remainder, 9,022, in 1927 and 1928. Possible infections 
originating in 1929 or subsequently had not yet reached a readily 
visible stage of development at the time of the last examination in 
1932, and consequently no particular effort was made to record them. 
Therefore, only those cankers that had their inception in the years 
1922 to 1928, inclusive, are considered in the study. 

Neither the exact place at which pine infection first became estab¬ 
lished on the area nor any original canker was discovered. As a result 
of extensive studies on the ground, however, it was evident that both 
the place of origin and the center of pine infection were well within 
the plot boundaries. Of the oldest cankers found 337 were on the 
plot and a few others in the immediate vicinity, all of which had their 
inception in 1922, but that year is not regarded as the one in which 
pine infection originally occurred on the area. According to the 
author’s experience in the West, the abundance and scattered distri¬ 
bution of these cankers would strongly indicate that a few older ones 
must have been present at one time, for almost invariably the number 
of trees originally infected and the number of original cankers at an 
infection center are comparatively small, being generally less than 10 
even when highly susceptible ribes species are present. In this case, 
over 300 widely distributed pines bore the cankers that originated in 
1922, and consequently it would seem reasonable to assume that some 
pine infection must have occurred prior to that time. Considering 
the available evidence, together with the normal development of the 
fungus (5) and the general spread in 1917 and 1918 ( 3 ), it is believed 
that the rust first became established in pines on the plot in either 
one of those years. Failure to find any older cankers may very 
possibly be attributed to destruction of the tree or trees that bore 
them when a highway (fig. 1) was built through the area about 1925, 
for this highway crosses the part of the plot that has the greatest 
density of pine infections. 

The results of the studies on pines are summarized in table 3. 
Observations made in 1933 indicated that possibly as many as 5 per¬ 
cent or more of the cankers had been missed during the examinations, 
consequently the number of trees infected, the number of cankers, 
and the degree of damage were somewhat greater than the correspond¬ 
ing data shown in the table. Since, as previously stated in the section 
on Field Procedure, the data on tree damage are based mainly on 
estimates of future development of the fungus in the bark, their 
reliability may possibly be questioned. All cankers found were 
tagged, however, and it was therefore feasible to make a future check 
of the estimates. This was done in the fall of 1936, five to seven 
seasons later, depending upon the time the original work was done. 
Results of the check indicated that the estimates were of sufficient 
accuracy to make revision of the summary data unnecessary. From 
the data in table 3, it is anticipated that a higher percentage of trees 
infected in 1922 will be killed or damaged than of the trees infected 
during the entire period of 1922-28. A discussion of the factors 
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responsible for this percentage difference is not considered within the 
province of this paper, but they are known to include height of tree, 
width of crown, and difference in basis of trees infected in the different 
years. 

Table 3. —Blister rust on western white pine on the Revelstroke plot 


Years in which infection 
occurred 

Trees 

! 

Cankers 

Total 
on plot 

Nu mbtr 
9,310 

8 9,920 


i 

To bo killed or damaged 1 

Total 

Average per tree 
on basis of— 

Infected 

Num¬ 

ber 

Per- j 
centage 
of in¬ 
fected ■ 
trees 

Per¬ 
centage 
of total 
trees 

Infect¬ 
ed trees 

Total 

trees 

1922 ... 

1922 to 1928, inclusive. 

Number 

312 

3,417 

Percent 

3 35 
34.45 

203 

1,600 

65 06 
46.82 

2 18 
16 13 

Number 
337 
10,109 

Number 
1 08 

2 95 

Number 
0.030 
1 02 


1 The terra “damage’', a$ used in this paper, denotes injury to the pines to the extent of preventing ultimate 
merchantable value. 

8 The difference in total number of trees is accounted for by the increase in number of seedlings. 


Although it is evident that the intensification up to 1928, inclusive, 
has been very rapid, this cannot be considered as exceptional, for 
instances of similar and even greater rates of increase in the rust on 
Firms monticola have been reported (7; 8 , p. 803; 11), and the author 
lias observed many others during the past 12 years. If the rust con¬ 
tinues to increase at the same rate that it did from 1922 to 1928 (table 
3), nearly all pines on the plot will be infected by approximately 1940. 
An examination of the weather records for Revelstoke indicated that 
both 1922 and 1927 were favorable years for the infection of pines, 
whereas the intervening years and 1928 were relatively unfavorable. 
Approximately only one season in every 5 years has been favorable 
for general spread of the rust in the interior region, while in the coastal 
region of British Columbia, Pennington (10) found this average to be 
one in every 4 years. Accordingly, it would appear that intensifica¬ 
tion of the fungus on the plot will be governed largely by climatic 
conditions and will occur at an irregular rate. A reliable estimate of 
the time required for infection of all pines is therefore difficult to make. 

The number of feet of live stem per acre is commonly used as a 
measure of the abundance of a Ribes species on an area. It seemed de¬ 
sirable, therefore, to use this criterion in determining the amount of 
Ribes lacustre on the plot. As the result of a careful check, a total of 
24,111 feet, or an average of 536 feet per acre, was found. The bushes, 
which varied greatly in size, were not generally distributed over the 
area, but occurred in greatest density in the vicinity of the creeks (fig. 
1). R . lacustre was also found in the immediate vicinity of the plot, 
but in lesser densities, and because of their location these bushes are 
not regarded as being responsible for many of the pine infections. 
Whether occurring on or off the plot, however, R. lacustre was solely 
involved, for it is the only species of Ribes known for several miles 
around. There are plantings of the cultivated black currant (R. 
nigrum L.) about 8 miles distant, but spores from these plants are not 
believed to have caused any of the cankers on the plot, for no instances 
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are known of spread from Ribes to pines over distances even one-third 
as great. 

The pines occur in greatest density on the south half of the plot, 
and except for a few small areas the stand cannot be considered as 
fully stocked, for in 1927 there was an average of only about 220 trees 
per acre. The older trees have been bearing cones for several years, 
and some seedlings appear annually. However, if the present rate 
of intensification of the rust and the small number of cankers required 
to kill such young trees are considered, few of them may be expected 
to survive for very long. Accordingly, there appears no possibility 
of the area becoming fully stocked with white pine or of the present 
stand reaching maturity so long as Ribes lacustre is present. 

DISCUSSION 

Western white pine occurs in two separate belts, which may be 
designated as coastal and interior. Both the Revelstoke area in 
British Columbia and the region centering in northern Idaho arc 
within the interior belt. The same tree species occur over most of 
this region, and the summer climate is fairly uniform, although a 
somewhat greater amount of precipitation occurs at Revelstoke than 
in northern Idaho. This similarity in general conditions between the 
two places would seem to make the results of the study of more than 
local application. Before any final conclusions are reached, however, 
certain climatic factors should be more carefully considered, for 
weather conditions to a large extent determine the spread and severity 
of blister rust. According to Pennington (10), moisture is more im¬ 
portant than temperature for infection of pines and ribes. Because 
of the importance of moisture, a comparative summary of the rainfall 
during the growing season at Revelstoke, the weather station nearest 
the plot, and various places in north Idaho is given in figure 2. It 
is evident from the pine-infection data that Ribes lacustre caused 
rapid intensification of the rust on Finns monticola near Revelstoke, 
but rainfall there is somewhat more abundant than at the weather 
stations in Idaho used for comparison. This difference in rainfall is 
apparently of little consequence, however, for the author has boon 
unable to detect its effect in any difference in the development of the 
rust between the two regions, am] according to various reports (1 , 2, 
11, 12 , IS, H), the fungus is well established and intensifying at a 
very rapid rate in the white pine forest of Idaho. The results of the 
study would therefore appear to be of value in connection with control 
of the rust in the region centering in northern Idaho. 

The rapid intensification of the rust that occurred on the plot was 
contrary to expectation, for it was thought that Ribes lacustre , with its 
low susceptibility and low tclium-producing capacity, would not cause 
such abundant infection of pines. The data strongly indicate, how¬ 
ever, that R. lacustre constitutes a far greater menace than has hitherto 
been assumed and that susceptibility and capacity to produce telia 
are not necessarily safe indexes of the relative importance of a Ribes 
species as a source for pine infection. The results of the study are of 
special significance in illustrating that stands of western white pine in 
infected areas may be severely damaged by blister rust if R. lacustre , 
which is the least susceptible of the four most important species in the 
pine region centering in northern Idaho, is allowed to remain in con¬ 
siderable numbers within and adjacent to the stands. 
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Aside from the fact that Ribes lacustre is capable of rapidly intensi¬ 
fying blister rust on western white pine, there are other factors that 
make it a very important host in the region centering in northern 
Idaho. Numerically it is the most abundant of the four common 
ribes in that region, as evidenced by the control work from 1923 to 
1935, inclusive, for nearly one-half the total number of ribes destroyed 
were of that species. 6 R. lacustre is widely distributed over the 
region, occurring generally in the forested area. It is a tolerant 
species and is not confined to any particular site conditions, growing 
not only in moist soils bordering streams but also on the drier upper 
slopes. The wholesale destruction of this plant by chemical means 
has not yet been practicable, partly because of its resistance to ordinary 
dosages of chemicals that ^ 

may be safely or economi- | g J 

ealiyused. Since R. lacustre x , 

is a species that propagates £ 30 yv j 

readily by layering, hand c \ ^ 

eradication is somewhat 20 

more difficult than with some < \ 

of the other ribes. It would z 10 

seem, therefore, that R . « 

lacustre is as much if not “ 0 0 .apr. may june julv aug sept'oct 

more ol a problem m the 

. 1 /• ;i , ,1 Fi(*\ RE 2 Graphical summary of rainfall at Hovclstoke, 

Control Ol ine rust, than some British Columbia, ami III Idaho. Tin* monthly rainfall 
n P mm>/i u n c c o n f i h 1 a u\erases for lleveMnke cover a period *of 32 years and were 

1,1 \ nt J,mf 1 m < |i n im t t. akol , f lom Bntish Columbia Department of Agriculture 

species. \ieather records. Report for 1933 The a\erages for Idaho 

were computed from United Slates Weal her Bureau record s 
SUMMARY obtained at Avery, Prichard. St Maiies, Priest River Ex¬ 

periment Station, and Pierce, covering various periods 

Four species of Ribes are rangin * from 10 10 32 
of special importance in the control of white-pine blister rust (Cronar¬ 
tium ribicola) in the western white pine region centering in northern 
Idaho. Numerically, the most prominent of these is the prickly cur¬ 
rant (Ribes lacustre) , which is relatively very low both in susceptibility 
to the rust and in the production of telia. This paper reports the 
results of a study, conducted over a number of years on a 45-acre plot 
near ltevelstoke, British Columbia, on the ability of this currant to 
spread blister rust to western white pine (Pinus monticola). 

Although the known infection of Ribes lacustre on the area has 
been relatively small in amount for this species, the rust has intensified 
rapidly on the pines. The available evidence indicates that a few 
trees first became infected in either 1917 or 1918. In 1922 over 3 


percent were infected and by the end of 1928 about 34^ percent of 
the total of 9,920 pines on the plot were diseased. The cankers 
increased in number from 337 in 1922 to 10,109 in 1928. This attack 
has been severe enough to result in the death or serious damage of 
1,600 trees, or over 16 percent of the total. 

If a similar rate of intensification of the rust continues, it will 
obviously be but a matter of a few years before practically all the 
pines become infected and serious damage or death results" There 
appears no possibility that the stand of western white pine on the 
area will reach maturity under the prevailing rust conditions. 

Results of the study indicate that Ribes lacustre constitutes a far 
greater menace to western white pine than has hitherto been assumed 


6 Information furnished by officials of the Division of Plant Disease Control, Bureau of Entomology and 
Plant Quarantine, and used here with their permission. 
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and that this species must be eradicated where it occurs in or near 
pine stands if such stands are to be protected against the rust. 
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WATER SOAKING OF LEAVES IN RELATION TO DEVELOP¬ 
MENT OF THE BLACKFIRE DISEASE OF TOBACCO 1 

By E. E. Clayton 

Senior pathologist , Division of Tobacco and Plant Nutrition , Bureau of Plant 
Industry, United States Department of Agriculture 

INTRODUCTION 

In a previous publication 2 the general situation with respect to the 
wildfire and the blackfire or angular leaf spot diseases of tobacco 
(Nicotiana tabacum L.) was discussed and the need for explaining the 
occurrence of leaf spot epidemics was indicated. It was shown that 
epidemics of wildfire ( Bacterium tabacum Wolf and Foster) are condi¬ 
tional on the occurrence of leaf water soaking, and the factors modify¬ 
ing leaf resistance to water soaking were discussed. These results are 
extended in the present paper by similar studies with the blackfire 
{Bad. angulatum Fromme and Murray) disease. 

Blackfire is the common tobacco leaf spot disease of Virginia, North 
Carolina, Tennessee, Kentucky, and Wisconsin. Following its iden¬ 
tification by Fromme and Murray, 3 it was long regarded as established 
that the disease w r as caused by Bacterium angulatum and was serious 
and destructive. It was a fact, however, that no one had ever pro¬ 
duced the “epidemic” type of blackfire (see fig. 2, A) under controlled 
conditions. Inoculations produced only small localized lesions (fig. 1), 
and in consequence Valleau 4 suggested that the epidemic type of leaf 
spot was nonparasitio in nature. It is believed that the results pre¬ 
sented in this paper adequately clear up this situation. 

EXPERIMENTAL RESULTS 

Methods of study and preliminary results with Bacterium angulatum 
paralleled in all details those given in a previous publication 5 for 
Bad. tabacum. 

In repeated controlled experiments, it w r as demonstrated that the 
diirerenee between disease development as shown in figure 1 and figure 
2, A, was entirely dependent on leaf water soaking (fig. 3). Thus, for 
example, 12 leaves were selected and one-half of each was sprayed until 
a w r ater-soaked condition of these areas was produced. Sixty-five of 
the water-soaked areas were then inoculated by pricking them lightly 
with a needle dipped in a suspension of the bacteria, and an equal 
number of inoculations were made on the unsprayed halves. The 
remaining water-soaked areas were left uninoculated. The inocula¬ 
tions of water-soaked areas produced lesions in every case, ranging 

1 Keoeived for publication Aug. 18,1937; issued February 1938. 

1 Clayton, E. E. water-soaring of leaves in relation to dev elopment of the wildfire disease 
CF tobacco. Jour. Agr. Research 52: 239-269, illus. 1936. 

3 Fromme, F. D.,and Murray, T. J. angular-leak spot of tobacco, an undescribed bacterial 
disease. Jour. Agr. Research 16* 219 228, illus. 1919. 

4 Valleau, W. D. are blackfire and angular leaf spot of tobacco identical? (Abstract) 
Phytopathology 19: 93. 1929. 

6 Ciayton, E. E. See footnote 2. 
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from % to 1% inches in diameter. The inoculations without water 



Figuke 1.— Leaf moculated by atomizing with a Hacttnum angula - 
turn suspension; photographed 20 da>s later. The lesions ha\e 
attained full size and are typical of those obtained without the 
aid of water soaking. 


soaking produced 
either no infection or 
at most a lesion less 
than one-eighth of an 
inch in diameter. The 
water-soaked condi¬ 
tion of areas that were 
not inoculated disap¬ 
peared without any 
leaf injury. Further¬ 
more, the lesions on 
the water-soaked areas 
developed so rapidly 
that they were of large 
size when the plants 
were removed from 
the damp chambers 
(60 hours after inocu¬ 
lation). 

INOCULATION OF 
UPPER AND LOWER LEAF 
SURFACE 

In the work with 
wildfire it was found 
that, provided water 
soaking was present, 
there was little or no 
difference in the results 
from lower or upper 
leaf-surface inocula¬ 
tion. With Bacterium 
angulatum , which ap¬ 
pears to be a less viru¬ 
lent parasite, there 
were significant differ¬ 
ences in results be¬ 
tween the two surfaces 
(table 1). 


Table 1 .---Effects of different combinations of water-spray and inoculation 
treatments on the upper and lower leaf surfaces 



Lea f surface given-— 


Leaf 

area 

finally 

killed 


Leaf surface given— 


Loaf 

area 

finally 

killed 

Leaf no. 

Water 
; spray 

' 

Inoculation 

Initial 

lesions 

Leaf no 

Water 

spray 

Inoculation 

initial 

lesions 




Number 

Percent 

* 



Number 

Percent 

1. 

Upper _ . 

Upper_! 

36 

20 

j 

Lower.... 

Upper.... 

125 

20 

2 . 

.. .do. 

.do_ 

36 

50 

2. 

...do. 

...do. 

13 

10 

a ... . 

..do. 

...do ... . 

20 

20 

3. 

..do. 

...do.. 

70 

10 

i. 

---do. 

Lower_ 

250 

HO 

1. 

--.do*. 

Lower.. 

224 

40 

2 . 

..do.. 

..do. 

154 

50 

2. 

...do. 

...do. 

m 

20 

a .. 

..do. 

...do. 

150 

100 

3. 

-. -do. 

__.do. 

450 

50 
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Thus, with Bacterium angulatum , even with water soaking, the 
number of initial lesions and usually the subsequent disease damage 
were much greater from inoculation of lower leaf surfaces, though it 
did not appear to matter greatly whether the water soaking was pro¬ 
duced by spraying upper or lower surfaces. The check inoculations 
of leaves not soaked that accompanied this experiment produced only 
scattering small lesions, and these caused practically no leaf damage. 

EFFECT OF SIZE AND PERSISTENCE OF WATER-SOAKED AREAS ON LESION 

DEVELOPMENT 

Experiments with size of water-soaked areas in relation to blackfire 
development showed that, as with wildfire, larger water-soaked areas 



Figure 2 —The blackfire disease as it developed from artificial inoculation under favorable field conditions: 
A, Lower leaf, showing typical symptoms of the destructive epidemic type of disease which is usually 
called blackfire; B, upper leaf from the same plant, showing lesions of a type frequently described as 
angular leaf spot. 

favored tlie development of larger lesions. Thus, the following results 
were obtained: 

Leaves not water-soaked.---Twenty prick inoculations gave either no infection 
or a mere trace. 

Leaves water-soaked, areas one-eighth to three-eights of an inch in diameter.— 
20 prick inoculations gave lesions ranging from one-eighth to three-eighths of an 
inch in diameter. 

Leaves water-soaked, areas % to 1)4 inches in diameter,—Lesions ranged 
from one-fourth to three-fourths of an inch in diameter. 

With Bmoll areas, the average size of the lesions was 0.3 inch, which 
was about the average size of the original water-soaked areas. The 
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lesions with largew ater-soaked areas averaged 0.7 inch in diameter, 
but this was much less than the size of the original water-soaked areas. 



Figure 3 —Entire leaf inoculated with a Bacterium auguLatum sus¬ 
pension . Right half previously w ater-sprayed; left half not water- 
sprayed. 


Repeated tests have 
shown that this is the 
usual condition,namely, 
that small water-soaked 
areas are completely 
invaded but larger areas 
are not. 

The time that the 
water-soaked leaf con¬ 
dition persists after in¬ 
fection has occurred is 
of great importance in 
blackfire development, 
as is shown in table 2 
and figures 4 and 5. 

The actual number of 
infections secured was 
about the same when 
the leaves were water- 
soaked for 10, 24, or 
50 hours, but with the 
shorter periods develop¬ 
ment of the lesions was 
cut short and damage 
to the plant was slight. 
Figure 4, A, shows that 
it is quite possible for 
leaves to be freely in¬ 
fected by Bacterium 
a n g ulatuin and then, 
even after epidemic dis¬ 
ease development is 
well under way, the 
progress of the disease 
can be a b r u p 11 y 
checked. These re¬ 
sults explain why even 


severe storms, when followed at once by clear weather, are not effective 
in producing blackfire outbreaks. 


Table 2. Relation of 'persistence of water-soaked areas to disease development 


Leaf no. 



Leaf area killed after 10 days Leaf area killed after 10 days 

when water soaking was when water soaking was 

continued for— continued for— 

__ . Leaf no. __ 


10 hours 

24 hours 

50 hours 

10 hours 

24 hours 

50 hours 

Percent 

Percent 

Percent 

Percent 

Percent 

Percent 

1 

3 

20 

8. 2 

3 

20 

1 

8 

15 

9. 1 

5 

76 

1 

5 

15 

10. 2 

10 

60 

l 

5 

25 

11. 2 

8 

76 

2 

l 

3 

5 

25 

25 

12. 2 

8 

75 

6 

2 

1 15 

Average. 1.8 

5.4 

37.1 
















Dec. is, 1037 Development of Blackfire Disease of Tobacco 887 



Fkh’uk 4.—KfToul. of duration of water-soaked condition on disease development. Both loaves were water- 
soaked and inoculated alike. With A the water-soaked condition was maintained in a saturated atmos¬ 
phere for 24 hours, with ii, for 50 hours. Note the heavv infection but arrested disease development 
on A; with li, the final result was extensive tissue destruction. 

EFFECT OF TOPPING AND FERTILIZATION PRACTICES ON SUSCEPTIBILITY* TO 

BLACKFIRE 

Height of topping has a marked effect on the susceptibility of the 
host plant to epidemic blackfire, just as was previously shown for 
wildfire. In table 3 results are given from a field test conducted in 
1935. All plots were uniformly inoculated and conditions were moder¬ 
ately favorable for disease development. Low-topped plants averaged 
10 leaves per plant; high-topped plants, 18 leaves; plants not topped, 
25 leaves. The percentage of leaf area destroyed by disease was 
estimated for 40 leaves from each plot. 

Topping effects are at once marked and consistent, and low top¬ 
ping is undoubtedly a major factor in promoting blackfire damage in 
the dark-fired tobacco-producing areas where this practice is essential 
to produce a large, heavy type of leaf. 

It was not possible to make so detailed a study of fertilizer influ¬ 
ences on blackfire development as was made on wildfire development. 
However, numerous observations indicate clearly that low-potasli 
and high-nitrogen fertilization increase blackfire damage. These fer¬ 
tilizer effects were very apparent in plot work conducted on soils of 
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low natural fertility, where the same fertilization treatments were 
repeated year after year; but on moderately fertile soils, with the 
application made but a single year, even marked variations in the 
quantities of nitrogen and potash applied in the fertilizer had but 
little effect on blackfire development. 



Figure 5.— Effect of water soaking and duration of water-soaked condition on blackfire development tor 
entire plants. Both plants were water-soaked and inoculated alike. A was then held m a saturated 
atmosphere for 10 hours; B, for 60 hours. Photographed 12 days later. 


Table 3 .- —Percentages of leaf area killed following different heights of lopping 


Low topping i 

J High topping! 

No topping i 

00-30- S 20 16 

2- 5-30- 5 -30 

8 - 2 5 2- 2 

6-12 20 16- 6 

I 10-10-10- 0-10 

6 - 1- 5- 1- 4 

2- 4- 0-10-20 

I 2- 5- 3-15- 5 

4- 1- 2- 2- 3 

10 -12- 4-50-10 

10- .6- 4- 8- 0 

.5- 6- 2 5- 2 

30-10-20- 8-30 

8-3-10-10-10 

3- 5~ 2 8-25 

25-15- 6 10- 2 

5- 8-8-2 8 

4- 5-20-40- 1 

20-12- O 35-30 

8-40- 2- 8- 8 

2- 5- 3- 4- 5 

1 20-25-20-30- 2 

5-30- 8- 4-15 

. 5- 1- 2- 2-25 

Average 10 8 

A verage 0. 5 

Average 5 4 


i Each of the following 40 fiercentages refers to a separate leaf. The values are arranged in groups of 5 
merely for convenience and to save spaeo. No relationship exists among values occupying similar positions 
in different columns. 

DISCUSSION 

The results secured in these experiments with blackfire, caused by 
Bacterium angulatum, are similar in every respect to those previously 
reported for wildfire, and it seems clear that with types of tobacco 
grown in the United States epidemic development of blackfire is de¬ 
pendent on wator soaking of the leaves. Water soaking breaks down 
host resistance and permits successful and rapid tissue invasion by 
the organism. 

Bacterium angulatum, while similar in mode of action to Bad. taba- 
cum, is evidently a less virulent parasite. Thus, throughout the work 
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in parallel experiments, infection with Bad. angulatum in the absence 
of water soaking was less easy to secure and the infections were less 
numerous, developed more slowly, and were smaller; with water soak¬ 
ing and more favorable conditions, these differences still persisted 
though they were not so marked. With favorable conditions, both 
organisms can practically destroy a crop in a short time. 

Some degree of blackfire protection can be secured by high top¬ 
ping, and low-nitrogen and high-potash fertilization is also helpful, 
but these practices can be applied only in areas where the type of 
tobacco grown will permit. They are applicable to the flue-cured 
area. 

However, it is evident that effective blackfire control must be 
sought by other means, and the most promising of these are (1) sani¬ 
tation and other measures designed to eliminate sources of infection 
and (2) development of varieties still more resistant to the disease 
than those now available. In the latter connection it is to be noted 
that varieties grown in the United States are practically all moder¬ 
ately resistant to blackfire, which accounts for the fact that they 
suffer little damage from the disease until this resistance is broken 
down by the conditions incident to heavy storms. 

SUMMARY 

Tobacco leaves are readily infected by Bacterium angulatum , but 
under ordinary conditions invasion is limited to small areas. The 
lesions are usually one-eighth of an inch or less in diameter, and large 
numbers of infections cause but little damage to most types of tobacco. 

It had been suggested that the large, quickly developing lesions 
characteristic of epidemic blackfire were nonparasitic in nature; but it 
is now shown that they are caused by Bad. angulatum , but only under 
special conditions. T^he resistance of the leaf to invasion must first 
be broken down by water soaking, which in turn results from severe 
storms. 

Even alter leaves are water soaked, however, and infection has 
occurred, the development of the disease is abruptly checked if the 
water-soaked condition disappears within a few hours. Epidemic dis¬ 
ease development was repeatedly obtained by water soaking the 
leaves for 48 hours. Resistance of the leaves to water soaking, and 
hence to the disease, has been shown to be greatly modified by top¬ 
ping and fertilization practices. High topping and low-nitrogen and 
high-potash fertilization increase leaf resistance to water soaking, and 
these measures are recommended as practicable in the flue-cured 
tobacco area. 
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ROLE OF MOLYBDENUM IN THE UTILIZATION OF 
AMMONIUM AND NITRATE NITROGEN BY ASPERGIL¬ 
LUS NIGER 1 

By Robert A. Steinberg 

Associate physiologist , Division of Tobacco and Plant Nutrition, Bureau of Plant 
Industry , United States Department of Agriculture 

INTRODUCTION 

A study of the factors associated with the very poor growth and 
sporulation of Aspergillus niger Van Tiegh under certain conditions of 
molybdenum deficiency, briefly mentioned in a former publication 
(16), 2 is reported in this paper. The evidence obtained renders it quite 
probable that one of the functions of molybdenum in plants is in the 
reduction processes whereby ammonium nitrogen is formed from 
nitrate nitrogen; that is, the marked effects of molybdenum deficiency 
appear to be associated with the presence and utilization of nitrate 
nitrogen. Its action seems to be unique in this regard, inasmuch as 
acidity, iron, zinc, copper, and manganese do not act similarly. 

The data of prior investigations on the utilization of ammonium and 
nitrate nitrogen by green plants (/, 2, 10, 11) and by fungi ( 12 , 13) 
have been explained variously on the basis of hydrogen-ion concentra¬ 
tion and of iron, copper, and manganese concentration. The con¬ 
sensus of opinion is that the processes of nitrate utilization are quite 
similar in green plants and fungi (4) and culminate in the formation of 
ammonium ion for the synthesis of amino acid and protein. Certain 
differences exist, nevertheless. Green plants would appear to thrive 
best with nitrate nitrogen as a rule, though ammonium nitrogen can 
give results fully as good if the environmental factors are properly 
adjusted. Fungi, however, would appear to be more tolerant of varia¬ 
tions in concentration of ammonium ion and other components of the 
nutrient solution. Moreover, certain genera of fungi have been found 
unable to utilize nitrate nitrogen (7, 0). Experimental emphasis in the 
data on nitrogen utilization here reported has been placed on the maxi¬ 
mum yield obtainable at a fixed level of fifi>f> mg of nitrogen per liter. 
This is a minimum value and corresponds to that employed in the 
optimum solution (dibasic) containing 1.90 g of ammonium nitrate 
(NH4NO3) per liter (10). This procedure is based on the assumption 
that equal growth with two different forms of nitrogen under conditions 
equal or optimum in all other respects implies that the rate and extent 
of utilization of each are identical and therefore that no intrinsic dif¬ 
ference in availability exists. 


METHODS 

The organism used in these experiments was Aspergillus niger 
(“W” strain). It was grown at 35° C. in 50-cc portions of a 5-percent 
sugar solution containing all necessary salts. Water redistilled in 

1 Received for publication July 2, 1937, issued February 1938. 
a Reference is made by number (italic) to Literature Cited, i>. 901. 
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pyrex glassware, sucrose containing not more than 0.0025 percent of 
ash, and reagent chemicals were used throughout. The mycelial felts 
were harvested, dried at 103°, and weighed as usual. Acidities were 
determined with a quinhydrone electrode. Earlier papers by the 
writer (14, 15, 16) should be consulted for additional details. 

NUTRIENT VALUE OF VARIOUS FORMS OF NITROGEN 

The experimental data of tables 1 to 3, inclusive, form a series de¬ 
signed to test four different nitrogen sources as regards their suitability 
for growth and their effect on the trace-element requirements of Asper¬ 
gillus niger. The solution used in the experiments of table 1 is the 
dibasic optimum solution (16), except that sodium nitrate was tested 
also with a solution in which monopotassium phosphate was substi¬ 
tuted for the dipotassium phosphate of the optimum solution. Equiv¬ 
alent quantities of ammonium nitrate, ammonium chloride, sodium 
nitrate, and urea, at a nitrogen level of 665 mg per liter, were employed. 
The experiments of table 2 are a repetition of those of table 1, except 
that each trace element (iron, zinc, copper, manganese, and molyb¬ 
denum) has been increased where necessary to the minimum concen¬ 
tration that is optimum for growth. These experiments are again 
duplicated in table 3, but this time each trace element is present in 
minimum optimum quantity and the potassium phosphate and mag¬ 
nesium sulphate have each been increased 40 percent. 


Table 1 - Effects of different nitrogen compounds (665 mg of N per liter) in an 
optimum solution 1 ( dibasic ) on th rj , growth of Aspergillus niger at 35° C. for 5 
days, when heavy-metal concentrations optimum for NlhNOz were employed 




NlIiNOi 



N1LC1 

Element 

omitted 

, 

; 

Yield per 2 5 g 
sucrose 

Proportion of max¬ 
imum yield ob¬ 
tained * 

Acidity at harvest 

c 

.2 

a 

I* 

a 

CO 

u 

•o 

M 

C ft 

*- 

2 

% 

i* 

Proportion of inav 
mium >ield ob¬ 
tained 

Acidity at han est 

Fe. 

Zn . . 

Cu . 

Mn .... _ 

Mo. 

None * _ 

Mtlli- 
1 grama 
\ 236.1 

52.5 
991 7 

S 766 0 
800 4 
1,120 8 

Per¬ 

cent 

21 14 

4.68 
88 48 
68 38 
71 42 
100.00 

pll 

1.90 

2 60 
2. 81 

1 67 
1.73 

2 64 

5, bl 
4,bl 
2,y 

2, hi 

3, hi 

6, hi 

Milli¬ 
grams 
502 6 
90 5 
918 3 
726 3 
1,025 6 
1,007.3 

Per¬ 

cent 

49 90 
9.39 
91 16 
72. 11 
101 82 
100 CM) 

pit 
1.59 
2.27 
: 1 38 

1 37 

1 36 

1 35 

Maximum.. 
<\ tJ . 

« 1,131.5 

*45*26 

1 



« 1,070.0 

' 42 80 


pU . 


1*7.14 



*7 01 


See footnotes at end of table 
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54 

v 


•o 




N 

it 

h. 

c 

& 


is 

o 

I- o 

3 

8 £ 

.2 ^ 
x, SU 

oS 

3 

1 


53C 
o2 5 

h — —' 

§ 

CO 


a. 

< 


Milli¬ 

Per¬ 



grams 

cent 

pll 

3.J 

214 8 

31 62 

2. 47 

4,j 

42.6 

6 27 

2 69 

l,w 

616 9 

90 82 

2 51 

2,j 

737.8 

108 92 

2 17 

2,1 

724.0 

106 59 

2.24 

2,j 

679.2 

100.00 

2 33 


* 832.4 



. 


' 33 30 ’ 



, 

... 

«6.98 


4, 
2.J 
4,t 
4,bl 
K,b] 
10,b 
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Table I. —Effects of different nitrogen compounds (660 mg of A r per liter) in an 
optimum solution 1 (dibasic) on the growth of Aspergillus niger at 45° C. for 5 
days , when heavy-metal concentrations optimum for NH\NOz were employed — 
Continued 


NbNOi 


NattOs * 




Propor¬ 


1 


Propor¬ 



Element omitted 

Yield per 
2.5 g 
sucrose 

tion of 
max¬ 
imum 
yield 

Acidity 
at har¬ 
vest 

II 

Yield per 
2.5 g 
sucrose 

tion of 
max¬ 
imum 
yield 

Acidity 
at har¬ 
vest 

Sporu¬ 

latlon 



obtained 

!_ 



obtained 




Milli¬ 




Milli¬ 





grams 

Percent 

V n 

3 28 


grams 

Percent 

1 pJI 

3 20 

8,hi 

Fe . . 

144.3 

20.37 

4,J 

282 2 

29 10 j 

Zn_ . ... 

31 « 

4 45 

3 Oft 

2,j 

01 3 

ft 32 

2 99 

3,j 

Cu _ 

098 0 

98 53 

2 75 

2,1 

1,013 8 

104.53 

2.90 

fi,t 

M 11 .. 

055 ft 

92 54 

1 89 

2,j 

937 2 

90 63 

2 05 

id 

jvi 0 

73.4 

10 35 

3 03 

3,1 

83 0 

8 55 

2 09 

3,J 

None s 

| 708 5 

UK) 00 

2 99 

K,bl 

909 9 

100.00 

2 97 

10, bl 

Maximum. 

c r 

| " 748 5 

1 -- 

* 29 94 



" 1,035 4 

| '"'41 42 


. 

1>H- 

1 

1 * 

| 

" '7 45 



! _ 

" ' 4 91 

. 


1 _ 


— 

-- 

i_ 


— 

— 


I Water, 1,000 cc, sucrose, 50 g, NILNOj, 1.90 g, K2HPO4, 0 35 g; and Mg80<.711^0, 0 25 g 
i Used 0 55 k of KH.PO4 instead 0 i 0 35 g of KzIlFOi. 

» Yield from complete medium, with mine of the trace elements omitted, taken as 100 percent. 

4 Spore color is indicated by the initial letter or letters of the terms “jet," “black,” “brown,” “tan,” 
“yellow,” or “white,” and extent of sporulatlon by the numerals 0 (110 spores) to 10 (entirely covered with 
spores). 

'•> Trace-element concentrations (milligrams per liter) were as follows Fe, 0 20, Zn,0.18, Cu, 0 04; Mn. 0.02; 
and Mo, 0.02 

*' Maximum individual yield 

- Coefficient of utilisation, or yield per 100 g of sucrose 

II initial pll of nut 1 tent solution. 


Table 2r Effects of different nitrogen compounds (660 mg of X per liter) in an 
optimum solution 1 ( dibasic ) on the growth of Aspergillus niger at ,i)° C. for 4 days , 
when optimum heavy-metal concentrations were employed 
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4, bl 
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2 71 ! 
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Cu. 
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1 . w 
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1.44 

0 

821 4 
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4, t 

Mil.. . 

742 0 

71 09 
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1, w 

2 , bl 

749 4 
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1.35 

l, bl 

784 6 J 

87 03 

1 96 

4. bl 

Mo _ . 

(190 5 

Oft 10 

1.65 

974 3 
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1.42 

3, bl 

908 8 
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2 10 

10 . 
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1,043 8 

100 0 

1 90 

8 , bl 
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UX) 00 

1 46 

6 ,bl 

901.6 1 
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1 99 

10 , 

Maximum-. 

« 1,059.4 




975 8 




•> 1,002 3 




C. IT. 

t 42 38 



7 39.03 

|_ .. " 


7 40.09 



I>H. 

! 

1 ; 

8 7.29 

*-* 
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| * 7.13 




H 7.37 



Hee footnotes at end of table. 










894 


Journal of Agricultural Research voi. 55 , no. 12 


Table 2. —Effects of different nitrogen compounds (605 mg of N per liter) in an 
optimum solution 1 (dibasic) on the growth of Aspergillus niger at 35° C. for 4 days , 
when optimum heavy-metal concentrations were employed — Continued 




NaNOa 


NaNOa* 



Propor- 




Propor- 



Flenient omitted 

Yield per 
2 5 R 
sucrose 

tion of 
max¬ 
imum 
yield 

Acidit> 
at hai- 
vest 

S per il¬ 
lation | 

Yield per 
2 5 p 
sucrose 

tion of 
max¬ 
imum 
yield 

Acidity 
at har¬ 
vest 

Sporu- 
1 at ion 



obtained 




obtained 




A fifth ; 




A/ 1 // 1 - 





grn ms 

Percent 

pit 


ginms 

Percent 

jilt 


Fe . . 

109 8 

20 07 

3 25 

8, >1 

240 3 

25 05 

3 30 

0, bl 

Zn. 

203 4 
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3 10 

8, bl 

280 0 
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2 97 

ft, Id 

Cu .. . 

861, 4 
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3.80 

0, t 
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Mn ... . 
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0 

Mo . 
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8, bl 

None '. 

990 ft 

100 00 

2 81 

10, bl 

959 5 

MX) IX) 

3 19 

10, bl 

Maximum .. .. 

<• 983 6 




« 905 0 




(\ XL . _ 


‘"*7 39 44 




' 38 02 



I>H —. 

... 


- 7 45 

... 


1 

* 4 85 

- 


1 See footnote 1, table ! 

9 See footnote 2, table 1 

3 See footnote 3, table 1 

4 Seo footnote 4, table 1. 

3 Traeo-elemen, concern ra, ion* (mu iier liter) were as follows With NlliNO*. Fe, 0.24. Zn, 0 26, Cu, 
0 04, Mn. 0 03, atul Mo, 0 03 With NH4CI. Ke, 0 20, Zn, 0,20, ru, 0 05, Mil, 0.02, amt Mo, 0 02 With 
ureu. Fe, 0 24, Zn, 0 20, Cu, 0.04, Mn, 0.03, and Mo, 0 04. With NaNOv Fe, 0 24; Zn, 0 30, Cu, 0 CIS, Mn, 
0 05, and Mo, 0 06 With NaNth (acid)' Fe, 0 20, Zn, 0 22, Ou, 0 04; Mm, 0 02, and Mo, 0.02 
° See footnote 0, table l. 

* See footnote 7, table 1. 

* See footnote 8, table 1. 


Table 3.- -Effects of different nitrogen compounds (665 mg of N per liter), in an 
optimum solution 1 (dibasic.) on the growth of Aspergillus niger at 35° (\ for 4 days, 
when optimum heavy-metal concentration and a 40-percent exerts of potassium 
phosphate and magnesium sulphate were employed. 
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34 8 

3.39 

2 03 

4, bl j 

30 ft 

4,00 

2.84 | 
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Cu .... 
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2, bl 
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98 46 

2 48 
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2, bl 
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1 41 
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None 3 . 

1,052 4 

100.00 

2.15 

8, bl 

1,028. ft 
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3 1,070 i 




“1,030.0 
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Z I 



Ml. 44" 




7 45 71 
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* 7. 30 



*7. 23 
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Seo footnotes at end of table 
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Table 3. —Effects of different nitrogen compounds (665 mg of N per liter), m an 
optimum solution 1 ( dibasic) on the growth of Aspergillus niger at S5° C.for 4 days , 
when optimum heavy-metal concentration and a 40-percent excess of potassium 
phosphate and magnesium sulphate were employed —Continued 




NaNO, 



NaN()i> 




Proper- 




Propor- 



Element omitted 

Yield per 
2.5 g 
sucrose 

1 ion of 
max¬ 
imum 
yield 

Acidity 
at har¬ 
vest 

Spor il¬ 
lation 

Yield per 

2 5 g 
sucrose 

i tion of 
max¬ 
imum 
yield 

Acidity 
at har¬ 
vest 

Sporu¬ 

lation 



obtained 




obtained 




Milli¬ 




Mini - 





gram* 
250. 5 

Percent 

pn 


gra ms 

Percent 

pH 


Fe. 

24 00 

3 27 

4, t 

200 9 

26.87 ! 

3 32 

4, bl 

Z 11 .. 

80 0 

5 95 

3.08 

4, bl 

119 7 

12 00 

2.98 

2, bl 

Cu. 

K25 5 

K3 72 * 

j 4 12 

2, t 

929 0 

93 54 

4.00 

3,t 

Mn . 

993 0 

97 58 

2.27 

3, bl 

805 1 

87. 10 

2 04 

0 

Mo . . _. 

81 0 

7. 95 

3.05 

3, bl 

118.9 

11 97 

3. 00 

4. bl 

None 9 . 

1,018 3 

j 100 00 

j 2 94 

10, bl 

994 9 

| 100 00 

3. 33 

10, bl 






Maximum. 

C XT _ _ 

1 <* 1, 035 5 

| 7 41 42 

. 


1,005 0 

I 7 40 22 



Pll . 


* 7." 4o"! 

__ 


" 4' 93 



1 See footnote t, table 1. 4 See footnote 4, table 1. 7 See footnote 7, table 1 

1 See footnote 2, table 1. 9 See footnote 5, table 2 “ See footnote 8, table 1. 

* See footnote 3, table 1 * See footnote 0, table 1. 

The data of table 1 may be summarized by the statement that 
compared to the yield obtained with the dibasic optimum (NH 4 N0 3 ) 
the maximum yields were low only with urea and sodium nitrate (pit 
7.45). Deficiency tests with the trace elements in these solutions 
yielded poorer results on the whole than with ammonium nitrate, but 
only in the ease of molybdenum deficiency in both the alkaline and 
acid sodium nitrate solutions did a significant difference appear. The 
effects of molybdenum deficiency in the latter solutions were a very 
marked diminution in yield and sporulation. The cultures were 
typical in appearance of those suffering from a marked nutrient 
deficiency of such elements as iron, zinc, sulphur, nitrogen, magnesium, 
or phosphorus (J4). 

In table 2 , with optimum concentrations of trace elements, as well as 
in table 3, where trace elements were in optimum concentration and 
potassium phosphate and magnesium sulphate were in moderate 
excess, the maximum yields with all solutions showed good agreement. 
The effects of trace-element deficiencies were quite similar to those in 
the experiments of table 1 . Examination of these tables reveals 
that the molybdenum deficiency tests with urea and ammonium 
salt gave the poorest results, those with ammonium and nitrate 
(NH4NO3) gave results of intermediate value, and those with nitrate 
gave the most striking results. Neither moderate increase in acidity, 
and trace elements nor increased quantities of the other essential 
elements modified these results appreciably. 

Though for reasons that will be stated later it seemed quite certain 
that the difference in results with ammonium nitrogen and nitrate 
nitrogen were associated with a higher molybdenum requirement in 
nitrate solutions, these experiments w r ere extended to include other 
salts containing ammonium or nitrate nitrogen. Teste were also 
made of the effects at a marked acidity, and of nitrogen supplied as 
asparagine. These results have been tabulated in tables 4 and 5. 
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Table 4. —Miscellaneous experiments on the effects of different nitrogen compound - 
(665 mg of N per liter) in an optimum solution 1 ( dibasic) on the growth of Aspers 
gillus niger at 85° C. for 4 days 
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i See footnote l, table l. 
* See footnote 2, table 1 
3 See footnote 3, table J 


4 See footnote 4, table 1 

5 See footnote 5, table 1. 

6 See footnote 6, table 1. 


7 See footnote 7, table 1 

8 See footnote 8. table l 
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Table 5.* —Additional miscellaneous experiments on the effects of different nitrogen 
compounds {665 mg of N per liter) in an optimum solution 1 {dibasic) on the 
growth of Aspergillus niger at 35° C. for 4 days 
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> 913 8 [ 

KM) 00 

j 2 50 

10, bl 

| 1,181 0 

1(H) (M) | 
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1 See footnote I, till le 1. 
' l See footnote 3, table I 
1 See footnote 4, table l 


4 See footnote 5, till le 1 
’> Si*e footnote 0, table 1 


ll See footnote 7, table 1 
' See footnote 8, table 1. 


A study of all the tables reveals that, except in the case of calcium ^ 
nitrate, the omission of molybdenum resulted in the greatest loss iiy 
yield and sporulation with nitrate nitrogen and the least loss with| 
ammonium nitrogen and organic nitrogen (urea, asparagine). ** Neither! 
high acidity nor the possible influence of the cation introduced with 
the nitrate nitrogen seems to have been a factor. The extent of 
grow'tli with deficiency of the trace elements other than molybdenum 
varied to about the same degree as in previous experiments, though 
it seemed on the w hole to be somew hat larger than with ammonium I 
nitrate. Though the solution with magnesium nitrate gave results! 
that were quite poor with iron, zinc, manganese, and copper deficien- j 
cies, the results with molybdenum deficiency were still excellent. 

Comparison of the deficiency yields with sodium nitrate at the three 
different levels of* acidity brings additional confirmation of previous 
statements by the writer {Id) that acidity decreases the optima or 
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increases the availability of the trace elements iron, zinc, copper, and 
manganese. Molybdenum, it is now noted, behaves similarly; 
it is also noted that the beneficial influence of acidity is limited at the 
highest pH value in the case of manganese. The combined deleterious 
effect of excess acidity and manganese deficiency on yield and sporula- 
tion becomes evident at even moderate acidities. 

DISCUSSION 

A comparison of the maximum yields obtainable with ammonium 
nitrogen and nitrate nitrogen in these experiments would indicate full 
nutritive equivalence of these forms of nitrogen. The maximum 
individual yield with ammonium nitrogen was 1,051.8 mg and with 
nitrate nitrogen 1,078.9 mg, the difference amounting to only 2.58 
percent of the smaller number. The data, moreover, afford an ex¬ 
planation of previous claims to the contrary. Experimental evidence 
appearing to support this latter view can be readily obtained if the 
precaution of adjusting each of the other components for maximum 
efficiency is overlooked. However, tables 1 to 3 present unquestion¬ 
able evidence that it is experimentally unsound to omit a check on 
each of the other known components of a nutrient solution before 
ascribing observed effects wholly to variations in even the better 
known constituents. Many of the effects attributed in the literature 
to variation in composition or concentration of nutrient salts of nitro¬ 
gen, potassium, etc., arc almost certainly due partlv to chance varia¬ 
tions in the essential trace elements which the salts contain as im¬ 
purities. 

No verification could be obtained of the claims for special effects of 
aciditv, iron, copper, or manganese on the utilization of nitrates. 
Their effects on this process are quite similar to those of other nu¬ 
trients. The action of increased acidity, as already pointed out, is 
to make more available the trace elements present so that growth can 
proceed further. This decrease in the optimum concentration of the 
trace elements might readily be attributed to the direct action of 
increased acidity though primarily due to the elements themselves. 
The sharply contrasting results with molybdenum in ammonium and 
nitrate solutions are unique and not shared by the other heavy metals 
studied. 

^The results with molybdenum might conceivably be due either to the 
relative freedom of nitrates from this element or to a greater require¬ 
ment in the presence of nitrates. Chemical determination of the 
molybdenum content of the reagents would be the logical and definite 
method of deciding this question, but lack of time and facilities ren¬ 
dered this procedure impracticable. Other evidence nevertheless 
affords sufficient aid to enable one to make a decision. 
t The assumption of a greater molybdenum content in the ammonium 
salts supplying nitrogen is not substantiated by the impurity content 
ol the other trace elements in these salts, since when they were employed 
in deficiency tests the percentages of maximum yield were approxi¬ 
mately the same. Neither do the solutions employing nitrate nitrogen 
all require the addition of greater quantities of molybdenum to bring 
about maximum growth and sporulation. Lastly, spectroscopic 
examination failed to reveal the presence of molybdenum in the ammo- 
ium nitrate used, though a trace was found in the sucrose (16). 



Dec. 15,1937 Role of Molybdenum in Growth of Aspergillus niger 899 


Similar results, too, were obtained with a* sample of ammonium! 
sulphate of spectroscopic purity. All the evidence available supports? 
the assumption that nitrates act through their presence and not 
because of their relative freedom from molybdenum impurity; that 
is to say, the need of the fungus for molybdenum is greater wheiii 
nitrogen is supplied, as nitrate. Or, phrased differently, the trace of: 
molybdenum unavoidably present in the nutrient solution suffices fori 
a greater production of mass with ammonium nitrogen than with 
nitrate nitrogen. 

It should not be assumed, however, that it is solely under such condi¬ 
tions that molybdenum is required. The omission of molybdenum 
from the nutrient solution causes a slight but definite diminution in 
yield with other sources of nitrogen than nitrate. With improved 
purity of reagents a still greater diminution in yield will probably be 
obtained with ammonium salts also when molybdenum is withheld. 
Though these results lead naturally to the assumption that molyb¬ 
denum functions in the reduction processes of the fungus whereby 
nitrate is reduced to ammonia, molybdenum doubtless functions in 
other metabolic processes as well. If this viewpoint be correct, the. 
possibility further suggests itself that the macroscopic appearance of 
the fungus when molybdenum is withheld may be due primarily to 
nitrogen starvation even though nitrate is present. The symptoms 
of molybdenum deficiency with nitrate nitrogen are quite similar to 
those of nitrogen deficiency, but this is true also of all the others 
except potassium, manganese, and perhaps copper. The symptoms 
of molybdenum deficiency may be found, therefore, to be somewhat 
different with ammonium nitrogen. 

Interpolation here of some observations on the response of the 
fungus to molybdenum deficiency when nitrogen is supplied as calcium 
nitrate will not be amiss in view of the very frequent use of this salt, 
in nutrient solutions for green plants. Both of the samples of this’; 
salt that were tested would appear to be contaminated with molyb-' 
donum to such an extent as to render them unfit for deficiency studies 
on this element. This condition is believed not to be accidental but 
to be due to the comparative difficulty of obtaining this salt in a suffi¬ 
cient degree of purity. 3 Lithium, sodium, potassium, magnesium, 
and even ammonium nitrate, of reagent grade, appear much more 
suitable for studies of molybdenum deficiencies. This variation in 
percentage of molybdenum impurity of different samples of nitrates 
may be a partial explanation, moreover, of their reported varying effec¬ 
tiveness in nutrient solution and as fertilizer. 

The importance of the impurities present, even in the purest reagents 
now' commercially available for use in studying the responses of plants 
to nutrient variations in culture, is greatly underestimated by many in¬ 
vestigators. The many elements that may thus be accidentally in¬ 
cluded are listed in the tabulation that follows. Even this tabulation 
is inadequate, however, since the spectroscope is unsatisfactory fo- 
identification of some of the chemical elements at concentrations bior 
logically significant. Tentatively, it is estimated that if an element is 
present in quantities greater than 1 part per billion one cannot be 

a This opinion is fully substantiated by data obtained shortly after this manuscript was accepted for 
publication. Extreme differences between the molybdenum content of reagent calcium nitrate of different 
manufacturers is indicated; some samples contain traces of molybdenum ample ror the needs of the organism, 
whereas others do not. Data not yet published show that marked decreases in yield occurred in certain 
instances with calcium nitrate and also with strontium nitrate and with barium nitrate when molybdenum 
in the nutrient solution was deficient in Quantity. 
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reasonably certain that it is unessential. This degree of purity is 
seldom attainable at present. The only safeguards available are a 
thorough check of all components of the specific culture solution used 
and their employment in the minimum quantities sufficing for maxi¬ 
mum growth under the conditions employed. Neglect of these pre¬ 
cautions is undoubtedly the cause of many of the conflicting findings 
reported in the literature. 

Impurities identified spectroscopically as present in some of the reagents 1 used in 
nutrient solutions for Aspergillus niger 2 


("ompound: Contaminants identified spectroscopically 3 

NH4NO3 _ Na, Mg, Ca, K(?). 

K2HPO4 _ _ Al*, Pb* Na*, Ca*, Mg, Ag. 

MgS0 4 .7H 2 0__. Na, Cu. 

F«S0 4 .7H 2 0_ 

ZnS0 4 .7H 2 0_ Ft*, B(7), As, Mg* Sn(?), Cu, Si, Na, Mu. 

C 11 SO 4 . 5 H 1 O.. .. Fe, Mil, Si, Mg, Ca, Pb. 

M 11 SO 4 . 2 H 2 O_Na, Fe, Cu, Al, V, Or, Si* Mg*, Ca*. 

Na 2 Mo0 4 _ . _ C 11 , Mn, Fe, Al, Ni, Mg, Ca*, K, Na, Mn, Si, Li, V(?). 

Dextrose 4 _ __ Li, Na, Sr, Ca, lib, K, Mn, Al, Fe, Bh, Ni, Ag, Cu, Mg, 

Sn, B, Si. 

SrCl 2 .6H 2 0.Na, Mg, Ba. Hu, Ti(?), Pt, Ir, Ca* Mn, Pd, Si, Tl(?). 


1 Those data were obtained by B. C. Brunstetter, associate biochemist, Division of Fruit and Vegetable 
Crops and Diseases, Bureau of Plant Industry, with a Bausch & Lomb large-size quarts spectrograph and 
carbon arc. No attempt was made to achieve prior chemical concentration or separation of the impurities, 
however. 

» The following elements w r ero found in the ash of, 1 speryillus myer felts grown in a dibasic optimum solu¬ 
tion with the above chemicals. K, Mg, Fe, Cu, Mn, Na, Ca, Sr, Ba, Al, Pb, Ag. Ti(?), V(?). 

s Strong traces are indicated by asterisks {*), doubtful by question marks. 

4 This compound was not employed but is inserted for the purpose of giving an idea of the probable im- 
* purities in sucrose. The data are quoted from Lockwood (#). 

The relation ascertained to exist between nitrates and molybdenum 
in the metabolism of Aspergillus niger also possibly affords a definite 
chemical basis for explaining certain observations on green plants. 
Dittrich (8) found that extracts of beet tissue gave a negative test 
for nitrate reductase when the plants were supplied with ammonium 
nitrogen. This observation has been verified by Tiedjens and Blake 
(17) with extracts of apple tree roots. There would seem, therefore, • 
to be a definite correlation in plants between utilization of nitrate , k 
nitrogen, presence of reductase, and high molybdenum requirement 1 
as contrasted with utilization of ammonium nitrogen, absence off 
reductase, and minimum need for molybdenum. It should be re-^ 
membered in this connection that enzymatic deficiency in consequence 
of the absence of a suitable substrate has frequently been reported. 

The direct determination of the relationship between reductase and 
molybdenum would be of considerable interest. This element may of 
course function purely as an inorganic catalyst after the manner re¬ 
ported by Kliaraseh et al. (6) for the oxidation of thioglycolic acid. 
On the other hand, molybdenum may serve to activate nitrate re¬ 
ductase, because it forms an integral part ofythe reductase molecule. 
The activation of urease by certain metal ions in the hydrolytic 
splitting off of ammonia fro;n arginine is considered necessary for "this 
reason by Kellerman and Perkins (5). In both the investigations just 
cited the metallic ions are required in traces of fractional parts per 
million only, and are therefore comparable as respects both type of 
reaction and concentration of metal ions to the requirements of plant 
^ metabolism. Moreover, even in vitro, specificity of effect was found 
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to exist in these reactions. That specificity was not found more com¬ 
plete in vitro is probably due to the limitation ot a single reaction, 
whereas the organism may, and probably does, employ each essential 
element in several or more reactions simultaneously. Nor, on the 
other hand, is specificity absolute in the organism, as the phenomenon 
of nutrient substitution demonstrates. 

CONCLUSIONS 

Deficiency tests with Aspergillus niger in culture solutions indicate 
tiiat ammonium nitrogen, nitrate nitrogen, and organic nitrogen 
(urea, asparagine) are equivalent in value for the nutrition of this 
fungus. It is necessary, however, to adjust correctly the concentra¬ 
tion of the other essential components of the nutrient solution, par¬ 
ticularly that of iron, zinc, copper, manganese, and molybdenum. 
Acidity is of minor importance and is effective chiefly through its 
action in aiding to minimize deficiencies of these trace elements. 

^The response of the organism to molybdenum is unique in that it is j 
definitely associated with the type of nitrogen nutrition. Molyb- ! 
donum is required to a greater degree by the organism when nitrate 
is the source of nitrogen than when ammonium or organic nitrogen 
is the source. Though marked variations in molybdenum content 
of different lots were found to exist, striking deficiency results were 
obtained with many of the alkali and alkaline earth nitrates. It is^ 
considered, therefore, on the basis of these and of other facts reported' 
in the literature, that molybdenum is essential for activation of nitrate 
reductase in the reduction processes whereby nitrates are reduced to 
ammonium for synthesis of amino acid and protein by the plant. It 
is suggested also that biological specificity is a result of chemical 
specificity of an eloment and presumably becomes more complete 
with increase in the number of reactions in which it simultaneously 
participates in the metabolism of the organism. 
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THE TRANSLOCATION OF DERRIS CONSTITUENTS IN 

BEAN PLANTS 1 


By Robert A. Fulton, associate entomologist , and Horatio C. Mason, assistant 

entomologist , Division of Truck Crop and Garden Insect Investigations , Bureau 

of Entomology and Plant Quarantine , United States Department of Agriculture 2 

INTRODUCTION 

In certain field tests with insecticides for the control of the Mexican 
bean beetle (Kpilachna varivestw Mu Is.) the growth of the bean plants 
that formed after the application of a suspension of derris or cube iii 
water appeared to receive some protection from infestation. It was 
suspected that this protection was due to the adsorption-absorption 
and translocation of the derris or cube constituents. With this in 
mind tests were undertaken to determine whether this phenomenon 
could be explained. 

GENERAL METHODS OF PLANT TREATMENT 

All the bean plants were grown under greenhouse conditions. At 
the beginning of all tests the pots were washed with water to prevent 
contamination, and in the last series fresh soil and new pots and 
stakes were used. 

As soon as the first true leaves had formed and the buds of the first 
trifoliate leaves were forming, the plants were treated with the derris 
suspension, some by spraying with a compressed-air hand sprayer, 
some by painting the first true leaves with a cameFs-hair brush, and 
some by painting only the stems. After the treatment the plants were 
staked and intermingled among untreated plants, with sufficient space 
between pots to prevent contamination. All moisture for plant 
growth was supplied by adding water to the pot saucer or at the base 
of the plant. 

Pinto beans were used in certain larval feeding tests (A and B, 
table 1), and extracts from the same variety were used in tests with 
goldfish (A and B, table 2). Burpee Stringless Green-Pod beans were 
used in all the remaining tests. 

FEEDING TESTS WITH MEXICAN BEAN BEETLE LARVAE 

In all larval feeding tests but one the leaves were removed from the 
bean plants, and the feeding was conducted in a constant-temperature 
cabinet operated at 20.7° C. and 00-percent relative humidity, by a 
technique developed for toxicological studies of the Mexican bean 
beetle larvae. 3 The leaves were laid flat on a glass plate approximately 
10 by 10 inches, with the lower surfaces upward and with the stems 
inserted in individual water reservoirs. An open glass feeding cell, 

i Received for publication Aug. 14, 1937, issued February 1938. 

1 The authors wish to acknowledge many helpful suggestions from N. F. Howard and W. H. White during 
the course of this investigation. 

3 FULTON, R. A. a TECHNIQUE FOR THE TOXICOLOOICAL STUDIES OF MEXICAN BEAN BEETLE LARVAE. (In 

preparation.) 
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approximately 1}$ inches in diameter by 1 Ya to IK inches high, was 
placed on each leaflet. One second-instar Mexican bean beetle 
larva, reared under laboratory conditions, was placed in each cell, 
except in the second test (B, table 1) when two larvae weie used. 
They were confined by means of a screen-wire top. The plate was 
then placed in the constant-temperature cabinet. 

In one test (A, table 1) the feeding was done on the plant under 
greenhouse conditions. The cells were placed on the leaves with the 
under surfaces upward, each leaflet resting on a small wooden block 
supported by a wire stirrup. One larva was placed in each cell and 
confined as described above. Third- and fourth-instar larvae col¬ 
lected from the field were used, but the larvae were in only fair con¬ 
dition, as it was late in the fall when the test was conducted. 

In all tests the larvae were allowed to feed for a definite time, at 
the end of which examinations were made and mortality and area of 
loaf surface consumed were recorded. The leaf surface removed by 
each larva was determined by placing a “flexible glass” guide marked 
in 2-mm squares directly over the leal. The larvae were transferred 
to new leaves when necessary, and to prevent contamination during 
the transfer, hands were washed with soap and water and clean 
camel’s-hair brushes were used for each type of treatment. 

The results of these tests are summarized in table 1. 


Table 1 . —Feeding of Mexican bean beetle larvae on new growth of bean plants 
previously treated with a suspension of derris in water 1 
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72 
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21 

72 
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15 
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37 
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15 
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30 
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15 
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Leaves painted__ 
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15 

96 
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42 
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. do . .. 

18 

15 
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15 

96 
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Leaves painted_ . 
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27 

15 

96 
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32 
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1 . ..do . 

27 

15 

96 
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29 
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96 
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0 

() 

6 6 
h 3 
4 2 
4 2 
0 

fi. r, 
« 
o 
o 
0 

6 6 

0 

0 


1 In test A the rotenone content of the derris suspension was 0.025 percent; in all other tests the rotenone 
content of the suspension was 0.05 percent 
3 1 larva escaped during the first 24 hours. 

The data show that the average leaf area removed per larva on new 
growth ot treated plants is definitely reduced, as compared with the 
feeding area removed from untreated plants. Reductions in feeding 
area, 51 and 24 percent, respectively, occurred when first trifoliate 
leaves from sprayed plants were used (tests A and B). There were 
reductions of 30 and 37 percent, respectively, in the feeding on first 
trifoliate leaves from leaf-painted plants (tests B and C). When new 
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growth from stem-painted plants was used, the average reductions 
m leaf area consumed wore 34 and 30 percent, respectively (tests B 
and C). When second trifoliate leaves from the same plants used in 
the preceding tests were fed (test D), reductions of 42 percent on 
leaf-painted and 34 percent on stem-painted plants occurred. Third 
trifoliate leaves from the same group of plants used in the two pre¬ 
ceding tests were fed (test E), and even though the original treated 
area was much less in proportion to the total area of new growth after 
treatment, reductions of 32 and 29 percent occurred on leaf-painted 
and stem-painted plants, respectively. 

When the daily totals were compared, it was noted that the area 
consumed per larva from leaf-painted plants was consistently higher 
during the first 24 hours. In the case of the stem-painted plants the 
area consumed on the first day was smaller than on the days of 
subsequent observations (after 2 to 4 days). At the close of the 
tests the total area consumed was greater on stem-painted plants 
than on leaf-painted plants. 

TOXICITY TESTS WITH GOLDFISH 

For the biological tests with goldfish (Carassius an rat us) extracts 
were prepared from leaves of the same plants that were used in the 
feeding tests. This was done by extracting the leaf material with 
chloroform to eliminate excessive chlorophyll in the final preparation. 
The chloroform extract was evaporated to dryness on a steam bath 
and the residue steeped with an excess of acetone. The acetone 
solution was then evaporated and a known quantity of acetone 
added to this residue. 

The tests with goldfish were made in a manner similar to that 
described by Gersdorff. 4 Aliquots of the acetone solution were 
added to known quantities of w ater at the rate of 1 cc per liter. In 
the first test recorded (A, table 2) 1,300 cc of water was used, and the 
solution was divided between two jars, 050 cc in each. Three fishes 
were placed in each jar. In the remaining tests 1,200 cc of water 
was used, divided between two jars, 000 cc in each, and two fishes 
were placed in each jar. The jars were then placed in a constant- 
temperature cabinet operating at 20.7° (\ Observations were made 
at 30-minute intervals and the time of death w r as recorded. The 
results are shown in table 2. 

In the first test (A) leaves were removed from the new' growth of 
plants previously painted with a suspension of derris in water. 
The leaves were dried and an extract was prepared from 350 g of the 
material. This extract killed all the fishes in an average time of 
220 minutes. The fishes in the solution prepared from dried leaves 
of the new growth of untreated plants were all alive and appeared 
normal at the end of 1,320 minutes. 

Extracts prepared from first trifoliate leaves of leaf-painted and 
stem-painted plants (test B) killed all the fishes used in average times 
of 135 and 165 minutes, respectively. All the fishes were alive after 
1,620 minutes in the solution prepared from untreated plants. 

A third test (C) was performed to determine w'liether toxic material 
could be detected in the first trifoliate leaves by crushing the leaves 
and macerating them with w r ater. The water extract was drained, 

4 Gersdorff, W. A. k method for the study ok toxicity using goldfish. Jour. Amor. Chem. Soc. 
52: 3440-3445, Ulus. 1930. 

48914—38-3 
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filtered through cotton, and then made up to the same volume as 
used in other tests. All fishes were dead in the water extract of leaves 
from leaf-painted plants in an average time of 445 minutes and in the 
water extract of stem-painted plants in 482 minutes. All fishes in 
the water extract from leaves of untreated plants appeared normal at 
the end of 1,340 minutes. 

Table 2. — Toxicity to goldfish of extracts of new growth of bean plants previously 
treated with a suspension of derris in water 1 
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1 Derris suspension of 0 05 percent rotenone eoutpnt was used in all tests except \, where n suspension of 
0 2.5 percent rotenone was used. 

* Leaves were weighed dry, in all other tests they were weighed green. In this test all the tieated leaves 
had dropped from the plants when untreated leaves were picked 
3 Solutions prepared bj crushing the leuves In distilled w ater. 


Extracts prepared from second trifoliate leaves (test I)j of the 
same plants used in the two preceding tests killed all the fishes in 
the leaf-painted and stem-painted solutions in 105 and 202 minutes, 
respectively. At the end of 420 minutes all fishes in the untreated 
plant extract appeared normal. 

In the final test with goldfish (E) third trifoliate leaves were removed 
from the same plants that were used in the three preceding tests. 
All the fishes were dead in an average time of 112 minutes in the 
extract from leaf-painted plants, whereas in the extract from stem- 
painted plants all were not dead until after an average of 462 minutes. 
All fishes in the untreated plant extract appeared normal at the end 
of 1,130 minutes. 

The results recorded above show that toxic ingredients are present 
in the new growth of plants previously treated with suspensions of 
derris in water. 

ISOLATION AND IDENTIFICATION OF ROTENONE 

In one case rotenone was actually isolated from the plant material. 
Eight hundred grams of dry leaves from the new growth that formed 
after the application of a suspension of derris in water (0.025 percent of 
rotenone) was extracted with chloroform. The dried leaf material 
was covered with chloroform and allowed to stand at room temperature 
in subdued light for 3 days. At the end of that time the chloroform 
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solution was removed and the leaf material was again covered with 
chloroform. By using a known weight of leaf material, it had previ¬ 
ously been determined that the cold method of extraction reduced the 
chlorophyll content of the extract. The chloroform extracts were 
evaporated to dryness and the residue was removed with carbon 
tetrachloride. The carbon tetrachloride solution was allowed to 
stand for several days in an ice box maintained at approximately 
4° C . At the end of that time small needlelike crystals appeared in 
the solution. These crystals were washed with a small quantity of 
cold carbon tetrachloride, recrystallized from acetone to convert any 
solvate present to rotenone, and the melting point was then deter¬ 
mined. Only 8 mg of this material was recovered from 800 g of dried 
new-growth leaves. The crystals gave the characteristic test with the 
Gross-Smith 5 colorimetric method, and had a melting point of 163.5° 
(\, or approximately the melting point of rotenone (163° C.). The 
crystals were also tested by the use of the blue color test of Durham 
and they gave a color similar to that produced by bromothymol blue 
indicator at pH 7.2. 

One milligram of this material was added to 650 cc of water contain¬ 
ing 0.6 cc of acetone as a dispersing agent and tested with three goldfish 
at 26.7° C. All the fishes were killed in an average time of 77 minutes. 

SUMMARY AND CONCLUSION 

A definite retarding in the feeding of Mexican bean beetle larvae has 
been observed on the new growth of bean plants that have been 
treated with derris powder. First, second, and third trifoliate leaves, 
formed after the first pair of true leaves had been treated, were found 
to be less palatable to bean beetle larvae than similar leaves from 
untreated plants. 

Extracts prepared from first, second, and third trifoliate leaves 
formed after the application of derris powder to the first pair of true 
leaves caused 100-percent mortality to goldfish. Extracts prepared 
from first, second, and third trifoliate leaves from untreated plants 
were not toxic. 

A water extract prepared by macerating new growth of bean plants 
that had been treated with derris w T as fatal to goldfish. 

In one case, where a large quantity of new-growth material w’as 
available, a crystalline substance resembling rotenone was isolated. 
The material when purified had a melting point of 163.5° C., gave the 
characteristic color with the Gross-Smith method, and the blue color 
test of Durham. One milligram of this substance in 650 cc of water 
at 26.7° O. killed three goldfish in an average of 77 minutes. 

These experiments demonstrate that derris constituents are trans¬ 
located from the outer surfaces of leaves to first, second, and third 
trifoliate leaves formed after the application of derris powder in water 
suspension to the first true leaves and stems of bean plants. 

5 Gross, C. U., and Smith, O. M. coroki metric method for tiik determination o» rotenone. 
Jour. Assoc. Off. Agr. Cham. 17. 330 339. 1934, 




QUANTITATIVE INJECTION AND EFFECTS OF NICOTINE 

IN INSECTS 1 

By N. E. McIndoo 

Sc71 ior entomologist , Division of Control Investigations , Bureau of Entomology and 
Plant Quarantine y United States Department of Agriculture 

INTRODUCTION 

Nicotine is used as an insecticide chiefly for the control of small, 
soft-bodied, sucking insects. As ordinarily applied in sprays or 
dusts, it is ineffective against many species of caterpillars, beetles, 
flies, etc., either because it does not reach the vital parts of these 
insects or because it is not sufficiently toxic to them. It is therefore 
of interest to know whether certain species that are considered re¬ 
sistant to nicotine are actually susceptible when this material is intro¬ 
duced by injection into the body cavity. This study dealt with the 
improvement of apparatus for the quantitative injection of solutions 
into insects, the comparative susceptibility of various species to 
nicotine, the effect of age of insects on susceptibility, the difference 
between the toxicity of nicotine and that of nicotine sulphate, and 
other toxicological problems. 

INJECTION APPARATUS, MATERIAL, AND METHODS 

An attempt was made to use apparatus more accurate and more 
easily handled than any yet designed to feed or to inject quantitative 
doses into insects. A micrometer syringe (fig. 1, A), described by 
Trevan (7) 2 , was used apparently for the first time to inject measured 
volumes of an insecticide into insects, although Storey (6*) had pre¬ 
viously used it to inject plant viruses into leafhoppers. This ap¬ 
paratus consists simply of an ordinary hypodermic syringe (s), the 
plunger of which is actuated by the head (h) of the micrometer ( m ), 
which is fastened to the syringe by a clamp (c). It was calibrated 
with distilled water in the Volumetric Section of the Bureau of 
Standards. A movement of the micrometer head through five 
divisions delivered 0.00124 cc (1.24 mm 3 ) with an error of less than 
4 percent. A 27-gage steel hypodermic needle (a) 30 mm long was 
used on the syringe. 

Various means of mounting and manipulating the syringe were 
tried. The arrangement illustrated in figure 2, A, was adopted, the 
syringe (#) being rigidly clamped in a horizontal position on the 
pillar (mp) of a dissecting microscope. The syringe was moved up or 
down by rack and pinion and in a horizontal plane by pushing the 
microscope base (mb) with both hands. Under the micrometer 
head (h) a w T ooden support (ws) w T as mounted to steady the hand 
while turning the micrometer screw. 

1 Received for publication August 4,1937; issued February 1938. 

3 Reference is made by number (italic) to Literature Cited, p. 921. 
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Figure 1 * Micrometer syringe and other devices used lo inject insects A, Micrometer syringe showing 
hypodermic needle ( n), syringe (a), clamp (<*), micrometer ( m ), and miciometer head Cft); if, shell vial 
dosed with a hollow cork stopper (ft) whose outer end is covered with cheesecloth (ch); (', dev ice to remove 
Hies from vials, consisting of small glass tube (t), larger glass tube (It), and rubber tube (r); J), steel rod to 
transfer flies, E, device to hold fly (f) duung injection, consisting of wooden support (u \»), its shank (sk), 
glass holder (A), and gummed doth (q) to constrict opening in holder, F, wire to remove lly from glass 
holder, G\ device to hold larva (I) during injection, snowing fine wire grids (tv) and rubber band (ft) to 
hold the frames together. 



Figure 2.—Apparatus used to inject flies and containers for them: A, Micrometer syringe mounted on 
pillar (mp) of dissecting microscope, showing base (mb) of microscope, wooden support (wa), needle («), 
syringe («), wooden clamp (c) to hold syringe, micrometer (m), ana micrometer head (A); if, ring stand 
(r*) and clamp ( c ) to hold wooden support (wa) and fly (/); C, binocular microscope; D, rack and shell 
vfals in which the treated flies were kept. 
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Adults and larvae of the green-bottle blowfly (Lucilia sericata 
Meig.), the black blowfly (. Phormia regina Meig.), and the blue-bottle 
blowfly ( Calliphora erythrocephala Meig.) were used in most of the 
experiments. They were reared in the manner already described by 
the writer (4). Mature or nearly mature larvae of the following 
lepidopterous species were used in other tests: Eastern tent cater¬ 
pillar ( Malacosorna americana (F.)), codling moth ( Carpocapsa 
pomonella L.), silkworm ( Bombyx mori L.), and southern army worm 
( Prodenia eridania (Cram.)). Nearly 4,000 insects were injected, 
and when large numbers of a species wore used for a single solution 
the figures were treated statistically. 

Solutions of pure nicotine and of nicotine sulphate in distilled w r ater 
were prepared for the w 7 riter in the Division of Insecticide Investiga¬ 
tions. These solutions were diluted with distilled water by the 
writer to make the following percentage concentrations of nicotine: 
4.0, 3.0, 2.0, 1.5, 1.0, 0.8, 0.5, 0.25, 0.125, 0.002, and 0.031. A solu¬ 
tion of each concentration was stored in a small bottle w r rapped with 
black paper. Distilled water w r as used for check injections. 

Shortly before a series of injections a suflicient number of ventilated, 
stoppered vials (fig. 1, 7i), 18 by 75 mm, were weighed collectively. 
The flies were then caught, one fly of known sex to a vial, by placing 
an unstoppered vial over the desired flv in the rearing cage. The 
stoppered vials were weighed again, and the average weight of a fly 
was calculated. A set of flies consisted of 20 individuals, usually 10 
males and 10 females. The vials holding them were placed on a 
rack, shown in figure 2, 1). 

To inject a fly it was necessary to hold it mechanically under a 
binocular microscope (lig. 2, C ). This was done as follows: The fly 
w'as removed from its vial by means of a glass tube (fig. 1, C). The 
larger tube (It) was inserted into the vial, and the fly was made to 
pass through it into a smaller tube (0, from which it was forced by 
a steel rod (I)) into a glass holder (/£, ft). The shank ( E , sk) of a 
wooden holder (uvs) was finally thrust full length into the holder, thus 
forcing the abdomen of the fly (f) through the constricted end to the 
exterior. Two sizes of holders wore used, according to the size of the 
fly injected. Similar holders for queen bees have been described by 
Nolan (6, p. 21). 

The flies w'ere usually injected on the left side between the second 
and third abdominal segments halfway between the ventral and 
dorsal midlines. The needle was inserted the width of the second 
segment, allowed to remain for 15 seconds, and then pulled out slowdy. 
The fly was immediately removed from the holder by a wire with a 
hooked end (fig. 1, F) and placed in its vial. About an hour w'as 
required to inject 20 flies. Each vial, containing an injected fly and 
sugar solution on cotton, was replaced on the rack for observation. 
During the period of injection the temperature of the vials was held 
at about 29° C., but thereafter it was uncontrolled and fluctuated with 
room temperature. Hockenyos and Lilly ( 1 ) determined that tem¬ 
perature was not an important factor when they injected nicotine 
into caterpillars. 

During injection the larger larvae were held between tw r o wooden 
frames with wire grids (fig. 1, G } w ). The low r er frame w r as extended 
bevond the grid to provide a means for clamping it to the ring stand. 
A larva was placed on the grid of the lower frame, and the grid of the 
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upper frame was placed over it. The two frames were held together 
w r ith a rubber band ( G , b) so placed that the larva was not injured by 
compression but was prevented from squirming loose. Smaller 
larvae were held between the grid of the upper frame and the exten¬ 
sion of the lower frame. The needle of the syringe was inserted in the 
side of the larva between the fourth and fifth abdominal segments, 
counting from the posterior end. To prevent bleeding, the needle 
was left in the insect for 1 minute and then gently removed. The 
injected larvae were given food and confined for observation in small 
wire-screen cages. 

Several kinds of records were taken, longevity records, or counts 
of the number of dead insects, were made at 4 p. m., and three times 
daily thereafter, at 9 a. in., 12 m., and 4 p. m., until all the insects 
were dead. In some cases, for the sake of greater accuracy, counts 
w r ere made hourly. The average length of life of the insects in the 
set was then calculated. At the same time activity records were 
taken on the following basis: No movement was represented by 0, 
very slight movement by 1, slight movement 2, considerable move¬ 
ment (able to stand on feet) 3, fair activity 5, nearly normal activity 
7, and normal activity 10. These figures were then averaged on a 
percentage basis. Insects that were apparently lifeless were w r armed 
under an electric lamp to bring out any latent activity. Finally, a 
paralysis record was kept to measure the duration of paralvzation; it 
included the first-reaction time, or the period after injection before 
the insect showed the first signs of life, and the revival time, or the 
period after injection before the fly was able to get upon its feet. 

COMPARATIVE SUSCEPTIBILITY OF VARIOUS SPECIES OF INSECTS 

A long series of tests was conducted to determine the comparative 
susceptibility, on the basis of body weight, of various species and the 
sexes to nicotine. Both nicotine and nicotine sulphate were injected, 
but the quantities are expressed as pure nicotine. An effort was 
made to keep the activity between 5 and 6 percent and the longevity, 
based on 100-percent mortality, at about 24 hours. The suscepti¬ 
bility was expressed as the body weight of the insect that was killed 
by 1 mg of pure nicotine. 

The data for these tests are given in table 1. Since 2,727 mg of 
Lucilia males and 302 mg of Phormia larvae wore killed by 1 mg of 
nicotine, the flies were about nine times as susceptible as the larvae. 
Lucilia males were considerably more susceptible than Lucilia 
females; Calliphora males and females were practically the same, but 
much less susceptible than Lucilia ; codling moth larvae were about 
equal in susceptibility to Lucilia females; and the other larvae were 
much less susceptible than any of these insects. It is difficult, and 
sometimes impossible, to kill the southern army worm by applying 
nicotine compounds to foliage, and the figure given in the table bears 
this out. The susceptiblity of the larval forms, except that of the 
codling moth, was about half that of the imaginal forms. 

Although 120 tent caterpillars were also used in these tests, the 
figures are not included in table 1. If the dosage given to them had 
been doubled, their susceptibility would probably have been similar 
to that of the silkworm. 
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Table 1. —Comparative susceptibility of various species of insects and their sexes to 
nicotine, based on 100-percent mortality 


Species and sex 


Lucilta, males.. 

Lucilta, females. ... 

( 'ulliphora, males. 

(*altiphora , females. 

Codling moth larvae. 

Silkworms (fourth-instar) 

Southern army worms. 

Phormia larvae (full-grown) 


Insects 

Average 

weight 

of 

insects 

Nicotine 

injected 

per 

insect 

Average 

longevity 

Average 

activity 

Body 
weight 
of insects 
killed by 

1 mg of 
nicotine 

Number 

Mg 

Mg 

Hours 

Percent 

Mg 

J00 

27 

0.0099 

23.7 

6.4 

2,727 

f 90 

38 

.0248 

26 4 

tu 

1,532 

\ 90 

42 

.0372 

24.6 

6 2 

1,129 

100 

69 

.0744 

21 6 

6.0 

927 

100 

77 

.0843 

26 1 

6 3 

913 

00 

44 

.0372 

20.3 

6 1 

1,182 

60 

617 

.7440 

27.0 

6 1 

095 

20 

626 

1.2400 

40 3 

6.7 I 

604 

40 

76 

.2480 

21 3 

6.7 | 

302 


Numerous control tests, in which distilled water was used, were 
likewise conducted. Doses of it equal to those of the insecticides 
had little or no effect on the insects. The longevity was practically 
the same as that of untreated insects and the activity was 100 percent 
or nearly so. 

EFFECT OF AGE ON SUSCEPTIBILITY OF FLIES 

Earlier tests indicated that the age of the injected flies affected 
their susceptibility to nicotine, and that if more consistent results 
were to be obtained greater attention would have to he given to the 
age of the insects treated. A series of tests was therefore conducted 
with 20 Phormia flies, 10 males and 10 females, of various ages. A 
dose of 1.24 min 3 of 3-percent nicotine solution was first tried to see 
if curves could be drawn representing the daily toxicity, based on 
longevity and activity records, during the lifetime (24 days or more) 
of the flies. This concentration was too high, however, for the curves 
(fig. 3, a and b) quickly ascended from the first to the fourth day 
and then quickly descended to the sixth day. A dose of 1.24 mm 3 
of a 2-percent solution was next tried. This concentration produced 
curves (c and d) which rose quickly to the fifth day, but descended 
less rapidly to the twelfth day, and thereafter it was too high, for 
the activity had reached 3.3 percent and the longevity had reached 
17 hours, both of which figures were the lowest that could be recorded 
on the scale used. After the twelfth day 0.5- and 0.25-percent solu¬ 
tions were used, and the average longevity was 17 hours on the 
fourteenth and eighteenth days, respectively. Flies 14 days old 
were therefore killed with 0.0031 mg of nicotine (0.25-percent solu¬ 
tion) in 17 hours, while flies 5 days old were killed with 0.0248 mg 
(2-percent solution) in 22.2 hours. The old flics were more than 
eight times as susceptible as the young ones. The control insects, 
injected with distilled water, were affected little or not at all, even 
after the twelfth day, while those injected with nicotine were quickly 
paralyzed and soon died. 

The flies were most resistant on the fourth and fifth days, but 
thereafter their susceptibility increased with age. Upon emerging 
as adults the flies were weak, but they gradually gained strength and 
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on the fourth day began to lay eggs. This information may explain 
why the curves ascend from the first to the fifth day, but the increasing 
age of the flics certainly explains why the curves descend thereafter. 

The comparative susceptibility of Pharma flies of different ages 
to various concentrations of nicotine was also studied from hourly 
longevity records. In this case the susceptibility ratio was obtained 
by dividing the body weight of the insects by the weight of nicotine 



Figure 3.--Kfl’oct of age of flics (Phormia) on lovicity of nicotine, o, Activity, urni b, longcv lty, w lth 3-pcr- 
cent solution, e, activity, and d, longevity, with 2-pm out solution. 

injected and then dividing this quotient by the longevity. The 
results are shown in table 2. Flies f> days old are shown to be more 
resistant than flies 3 days old. Flies 5 days old showed no difference 
in toxic effects when injected with the same quantity of nicotine in 
1- and 3-percent solutions. Both the longevity figures and the sus¬ 
ceptibility ratios show that the males were more susceptible than the 
females. On the. basis of milligrams of nicotine injected, the 10-day- 
old flies were six times as susceptible as the 3- and 5-day-old flies, 
whereas on the basis of the susceptibility ratios they were nearly 
seven times as susceptible. 
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"Fable 2. — Comparative susceptibility of Phormia flies of different ages to various 
concentrations of nicotine , based on hourly longevity records 



Weight of flies 

Nicotine solution in¬ 
jected 

i 

Longevity of flies j 

Hallo of sus¬ 
ceptibility 

Aire of flips (days) 

Fe¬ 

males 

Males 

Con¬ 

centra¬ 

tion 

Dose 

Con¬ 
tent of 
pure j 
nicotine 

Fe¬ 

males 

j 

A Tales 

Aver¬ 

age 

Fe- 

lilules 

Males 


Mg 

Mg 

Percent 

Mm* 

Mg 

/ fours 

Hours 

11 our,s 



3 _ . ..... 

42 

38 

3 

J 24 

0 0372 

9 3 

ii ft 

7 9 

121 

15, 

ft _ 

4ft 

40 

3 

1 24 

0372 

9 0 

8 3 

8 9 

120 

131 

ft_ . _ 

4ft 

40 

1 

3 72 

0372 

9 ft i 

8,0 

8 8 

127 

l.F 

](, 

50 


5 

1 24 

I 0002 

9 ft 



849 










COMPARISON OF TOXICITIES OF NICOTINE AND OF NICOTINE 

SULPHATE 

Early tests with 2- and 3-percent solutions indicated that nicotine 
was more toxic to Lucilui than nicotine sulphate. On the basis of 
100-percent mortality the activity records showed the free nicotine to 
be 14 percent more toxic than the nicotine salt, whereas the longevity 
records showed it to be only 8 percent more toxic. On the basis of 
50-percent mortality the nicotine solution w as 8.4 percent more toxic, 
according to the longevity records. From later activity records based 
on 100-percent mortality it was determined statistically that the 
nicotine solutions were not more toxic to female Lucilia than the 
nicotine sulphate solutions. The methods used allowed too many 
large deviations, and later it was ascertained that the nicotine solutions 
w r ere the more toxic. In all instances the solutions of nicotine and 
nicotine sulphate were prepared on the basis of equal nicotine content. 

In the hope of getting more accurate results, the toxieitics of nicotine 
and nicotine sulphate were compared by the paralysis method. A 
dose of 1.24 min 3 of 0.25-percent solution w r as injected into each Hv 
of five sets of Phortnia females and two sets of Phortnia males. For 
the males the average first-reaction time for nicotine w as 17.9 minutes 
and for nicotine sulphate 15.8 minutes; the average revival time for 
nicotine was 44.9 minutes and for nicotine sulphate 42.0 minutes. 
These figures show nicotine to be the more toxic. 

The data for the females are given in table 3. According to the 
first-reaction time nicotine is 22.2 percent more toxic than nicotine 
sulphate, but according to the revival time it is 20.5 percent more 
toxic. These figures may be considered reliable, because, according 
to the statistical test, the probability of such differences occurring 
by chance is only 1 in 100. 

The pH values of the solutions of nicotine and nicotine sulphate 
differed. Hoekenyos and Lilly (/) determined that the effect of 
varying the acidity w r as very slight. In control tests the writer used 
potassium hydroxide and hydrochloric acid in distilled water and 
concluded that hydrogen-ion concentration alone had little effect. 
Levy's saline solution was slightly better than distilled w r atcr for 
control tests, but insecticides are never dissolved in it. Other tests 
in which large volumes of distilled water were injected into flies showed 
that the insects occasionally tolerated a dose equal to one-fourth 
the body weight. 
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Table 3. — Difference between toxicities of nicotine and of nicotine sulphate to 
Phormia females as determined from paralysis records 





First-reaction time 

Revival time 


Group no. 





N icotinc 
sulphate 



Nicotine 

Nicotine 

sulphate 

Nicotine 




Minutes 

Minute* 

Minnie* 

Minutes 

1 -- 



13 4 

11 fi 

47.3 

38 2 




14 6 

13 1 

44.9 

32 7 




i« l 

13 2 

35 9 

25.0 

4 .. 



IK 4 

11 3 

33 4 

30 4 

5 . 

... 


14 4 

13.7 

32 1 

31.9 

Mean 1 _ 

- 


15 5 

12 0 

38 7 

30 7 

Difference.. 




2 H jh 1 24 


8 l =fc 2.59 

Probability... 
Total samples. 




01 


>.01 

- 

number 

. 4 « 

50 

‘ ~~43 

4G 


1 Mean of total number of samples in the five groups. 


COMPARISON OF TOXICITIES OF NICOTINE IN DISTILLED WATER 
AND OF NICOTINE SULPHATE IN POTASSIUM HYDROXIDE 
SOLUTION 

To free the nicotine in the 0.25-percent nicotine sulphate solution, 
a 0.1-percent solution of potassium hydroxide was used instead of 
distilled water to reduce the 20-percent solution of nicotine sulphate to 
this dilution. In controls a 0.1-percent solution of potassium hydrox¬ 
ide produced no signs of paralysis. In comparative tests five sets of 
Phormia males and females were injected with this solution and with 
a 0.25-percent solution of nicotine in distilled water. The results are 
given in table 4. The differences between the average results ob¬ 
tained were slight and not significant. The freed nicotine in the 
nicotine sulphate solution was, therefore, equally as toxic as the other 
free-nicotine solution. 


Table 4. —Difference between toxicities to Phormia males and females of nicotine in 
distilled water and of nicotine sulphate in potassium hydroxide solution as deter¬ 
mined from paralysis records 


First-reaction tune 

Revival tune 

Group no 

Nicotine 

Nicotine 

sulphate 

Nicotine j 

Afinvtcs 

40 4 
39 0 
43.4 
43 2 
37 8 

Nicotine 

sulphate 

1 .. .... 

Minutes 

13 2 I 
9 4 
15 3 

13 3 

14 2 

Minutes 

14 6 
11.8 

13 4 
19.8 

14 9 

Minutes 

38 4 

39 7 
41.7 
37.6 

40 1 

5.... 

Moan i_„. .. ... __ _ ... 

Difference _ ___ 

13 1 

14 9 

40 8 

39 5 


1.8=1=1.06 

>.20 

50 


1 3=1=2.96 
>.60 
42 

Probability.... 


Total samples _ ..number.. 

1 

50 

42 


1 Moan of total numbor of samples in the five groups. 


A STUDY OF SYNERGISM 

Levine and Richardson (2) made a study of synergism by injecting 
into cockroaches nicotine solutions made up in 0.1-molar solutions of 
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chlorides and bicarhonates of potassium and sodium and in distilled 
water (the control). Three of these salts increased the toxicity of 
nicotine, but potassium chloride was the best for this purpose. The 
writer compared the toxicity of nicotine solutions in distilled water 
and in 0.1-molar potassium chloride. 

Three sets of Caliiphora females, 13, 14, and 15 days old, were 
injected with 0.25-percent solutions, the dose being 2.48 mm 3 , or 
0.0062 mg of pure nicotine. The solutions were prepared by diluting 
one portion of the 20-percent nicotine solution with distilled water and 
another portion with 0.1-molar potassium chloride. The potassium 
chloride solution, used alone as a control, caused no sign of paralysis. 
As judged by the revival time, which is more reliable than the first- 
reaction time, the nicotine diluted with the potassium chloride solution 
was 10.4 percent more toxic than that diluted with distilled water, but 
when the figures, including many large deviations, were treated 
statistically there was no significant difference (table 5). If 100 
flies, instead of 30, had been injected with each solution, the difference 
between the means might have been significant. 

Table 5. — Difference between toxicitics to Calliphora JIich of nicotine dissolved in 
distilled water and of nicotine dissolved in 0.1-molar potassium chloride solution 


First-reaction tune [ Ucvitaltime 



Oroup no. 

Kuotmcln 

distilled 

I w ator j 

Nicotine m 
j>otassium 
chloride 
solution 

i Nicotine in ! 
distilled , 
water 

Nicotine in 
potassium 
chloride 
solut inn 

. 

3 ... 


i ! 

1 Minute* 

. 1 U.3 

. | 10 (i ! 

. . - . . ! 11 2 | 

Minutes 

10 3 
12 0 

9 5 

Minutes 

37 1 
39 3 
39 1 

Minutes 

43 3 
40 8 
43 4 

Alcan ! ... 

_ . • 11.0 

JO f 

39 ft 

42 ft 

Difference... 


, 

! 0. 4=fcl 12 


4 0±5. 74 

Probability. 


j 

.00 


.40 

Total samples.. 

---- 

. ... .number ! 30 

30 

2K 

28 


1 Mean of total numlx'r of samples in th« 3 groups. 


A STUDY OF MOTOR PARALYSIS 

To ascertain more accurately the effects of nicotine on flies, the 
paralysis method was further used in a study of motor paralysis. In 
the first series of tests the reactions of Phormia flies 2 to 6 days old 
were compared with those of Phormia flies 23 to 30 days old. The 
first-reaction time and the revival time of the young flies did not 
differ greatly among themselves, but they did differ widely from those 
of the old flies. All the injected flies were totally paralyzed, but the 
period of paralyzation depended on the percentage of nicotine used 
and the age of the flies. The old flies were the more easily paralyzed 
and the paralysis lasted longer. 

Tests were also made with six sets of Phormia flies ranging in age 
from 9 to 16 days. Flies of the age indicated were injected with 
doses of 1.24 mm 3 of nicotine solution of the following concentrations: 
0.031 (9 days), 0.062 (10 days), 0.125 (11 days), 0.25 (12 days), 0.5 
(15 days), and 1 percent (16 days). The weights of pure nicotine 
in these doses were 0.0004, 0.0008, 0.0016, 0,0031, 0.0062, and 0.0124 
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mg. The curves for first-reaction time (a) and revival time (6) in 
figure 4 start near 0 minutes when the smallest dose was used, and 
gradually ascend as practically straight lines. The curve for the 
first-reaction time is continued the full distance, but that for the revival 
time runs only one-fourth of the distance, because most of the flies 
failed to revive when they were given doses of 0.0062 and 0.0124 mg. 
Increased age caused these lines to ascend slightly, but increased dose 
caused most of the rise, as shown in previous tests. 



Three sets of Calliphora , 7, 8, and 10 days old, were injected, respec¬ 
tively, with 2.48 mrn 3 of 0.125-, 0.25-, and 0.5-percent nicotine solu¬ 
tions. Since this dose of the 0.125-percent solution paralyzed only 
half the females, a 3.72-mm 3 dose was then used. The weights of 
pure nicotine in this dose were 0.0046, 0.0062, and 0.0124 mg. Again 
the curves (fig. 4, c and d) gradually ascend as practically straight 
lines; and since the three sets of flies were of nearly the same age, 
increasing age had practically no influence on these curves. Table 6 
shows that the males w r ere alw ays more susceptible to nicotine than 
the females. The susceptibility ratio in this case was obtained by 
dividing the weight of the Hies by the weight of nicotine injected, 
multiplying this quotient by revival time, and dividing this product 
by 1,000. 

Table 0 .- Susceptibility of Calliphora Jhes to nicotine as shown by a study of motor 

paralysis 


Nicotino 

injected 

(mg) 

Sex of flies 

Weight, of 
flies 

First-reac¬ 
tion time 

Kevnal 

time 

Patio of 
suheept l- 
tnlity 



Mg 

Minutes 

Minutes 



f Females.. . 

60 

1.4 

10 4 

136 

o 00 to 

J Males .. __ _ 

50 

11 2 

55 7 

605 


1 Average. 


6 3 

33 0 



Females ___ _ _ 

I 00 

9.6 

47 0 

455 

0062 

Males-,. . . _ . 

: 50 

10 9 

64 8 

622 


Average.... 


30. 2 

55 9 







__ 


Females.. 

67 

60 

13 6 
24 1 

57 7 
100 0 

312 

484 

0124 

Males. 



Average. 


18 9 

78 8 
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SYMPTOMS OF NICOTINE POISONING 

Id 1916 the writer (3) gave the first detailed description of nicotine 
poisoning in insects (bees). The information given here supplements 
that description. 

When flies ( Phonnia) were totally paralyzed, the following symp¬ 
toms were observed: About a second after the injection, while a fly 
was still in the glass holder, the abdomen, legs, and wings ceased 
moving vigorously, but quivered. The legs were usually folded 
together and the wings were bent toward the body. When a fly was 
quickly transferred to its vial, it often buzzed around on its back 
and kicked its legs, but the vigorous movements soon ceased, and then 
the wings were usually drawn to the body and the legs were folded 
together. The proboscis w'as always extended for a short time, then 
usually retracted, but it was common for a fly to die with its proboscis 
extended. A droplet of liquid often appeared on the proboscis and 
at the anus. 

The following records pertain to injected larvae of various species: 
About 5 seconds after the tent caterpillars iiad been injected, con¬ 
vulsions occurred near the. wounds and lasted half a minute. Later 
the larvae were completely paralyzed. When distilled water was 
used as a control, there were no convulsions and no signs of paralysis. 
Many of the injected silkworms spewed at the mouth and voided 
feces and liquid at the anus. Only slight movements w r ere seen in the 
injected segments, but the integument often turned brownish or even 
darker. Movements of the same kind were also seen in the injected 
segments of southern army worms. Codling moth larvae did not 
exhibit convulsions but only wriggled feebly. Phonnia larvae show'ed 
only weak muscular movements near the needle, which was inserted 
at some distance from the visible heart. The nicotine did not seem 
to affect the heartbeat. 

EFFECT OF POINT OF INJECTION ON TOXICITY 

Ilockenyos and Lilly (1) found that the toxicity of nicotine increased 
as the point of injection approached the head, where the largest ganglia 
occur. To ascertain w hether the same is true in regard to the abdomi¬ 
nal ganglia, three groups of 10 Phormla females, 13 days old, were 
injected between the second and third abdominal segments with 0.25- 
percent nicotine solution, the dose being 1.24 mm 3 . Flies of the first 
group w T ere injected on the ventral midlinc, those of the second on 
the dorsal midlinc, and those of the third, as usual, on the left side 
midway between these two lines. In the first group the needle went 
into or near the abdominal ganglion, in the second group it went 
into or near the heart, but in the third group it did not directly injure 
either of these vital organs. These tests were repeated with 30 
Phonnia males 9 days old. From the data in table 7 it is clear that 
the nearer the needle approached the ventral ganglion the more 
effective was the nicotine. 

The foregoing tests w r ere repeated by injecting 10 Phonnia females 
in the mesothorax on the ventral midline. The reaction times w r ere 
slightly less than those given in table 7 for females injected in the 
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abdomen on the ventral midline. Distilled water, used as a control, 
caused no signs of paralysis. 

Other flies, which had been injected on the left side the previous 
day, were injected a second time in the w'ounds, which were well 
healed. This time the reaction times were slightly increased. 


Table 7. Effect of point of injection on toxicity of nicotine to Phormia flies, as 
determined by the paralysis method 


Point of injection 


Dorsal tmdline_ 

leftside. 

Ventral midlme_ 


First-reaction time 

Revival time 

Females 

■ 

Males 

Average 

Females 

i 

Malos 

Average 

Minutes 
52 8 
79.2 
llfi. 4 

Minutes 
20 l) 
23 .5 
31 0 

Minutes 
J4 7 
24.7 
32 C 

Minutes 
17 3 
24 1 
31 8 

I 

Mm utes 
04 8 
87 7 
114 2 

Minutes 
40.8 
70 8 
118 7 


SUMMARY 

To inject minimum quantitative doses of nicotine into insects, u 
micrometer syringe and other devices to accompany it were used for 
the first time for administering insecticides. This apparatus was 
extremely accurate. With a minimum dose of 1.24 mm 3 the error 
never exceeded 4 percent and was usually less. 

The comparative susceptibility to nicotine of various species and 
the sexes has been found to be of the following descending order: 
Lucilia male, Lucilia female, codling moth larva, Colli ph ora male and 
female, silkworm, army worm, and Phormia ■ larva. The Lucilia 
male flies were nine times as susceptible as the Phormia larvae. In 
general, the susceptibility of the larval forms was about half that of 
the imaginal forms. 

The age of the injected flies greatly affected their susceptibility to 
nicotine. From the first to the fourth or fifth day susceptibility 
rapidly decreased; thereafter it loss rapidly increased. Flies 14 days 
old were eight times as susceptible as flies 5 days old. The Phormia 
male flies were always more susceptible than the Phormia. females of 
the same ago. 

It was shown statistically that solutions of free nicotine were from 
22 to 26 percent more toxic than solutions of nicotine sulphate con¬ 
taining the same percentage of nicotine. However, when the nicotine 
in the nicotine sulphate solution was freed by the use of potassium 
hydroxide, its toxicity was equal to that of the other free nicotine. 

In a study of motor paralysis old Phormia flies were more easily 
paralyzed than young flies and the paralysis lasted longer. For flies 
differing little in ago the reaction times to increasing doses of nicotine 
can bo represented by ascending straight lines. Males of Calliphora 
were more susceptible than females. 

The first symptom of nicotine poisoning was stimulation, and this 
was followed by depression. 

The toxicity increased as the point of injection approached the 
ventral ganglion. 
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RESISTANCE OF SHEEP OF DIFFERENT BREEDS TO 
INFESTATION BY OSTERTAGJA CIRCUMCINCTA 1 


By M. A. Stewart, assistant entomologist , R. F. Miller, associate animal hus¬ 
bandman, and J. R. Douglas, research assistant in entomology , California 
Agricultural Experiment Station 2 

INTRODUCTION 

On August 29, 1935, 29 lambs, representing 5 breeds and 1 group of 
eross-breds, were separated from the general flock of sheep on the 
university farm at Davis, Calif., and used in an attempt to determine 
whether or not breed resistance to Ostertagia circurncincta (Stad.) 
existed in the breeds at hand. The breeds and birth dates of these 
animals are given in table 1. 


T\ble 1 . -Breeds, brand numbers , and birth dates of lambs used to determine breed 
resistance to Ostertagia circurncincta 


Breed 

Brand 

No. 

Dale of birth 

s 

Breed 

Brand 

No. 

Date of birth 


1 

Dec. 1.1934 ! 


20 

Jan. 31.1935 

j 

5 

Dec. 10,1934 1 


19 

Feb 10.1935 

Kamhouillet ... -j 

3 

Dec. 22,1934 

Southdown. 

17 

Mar. 7,1935 

i 

2 

Dec. 24, 1934 

IK 

Mar. 12. 1935 

| 

4 

Dec. 28.1931 


21 

Mar 16.1935 


26 

Jan 8,1935 


8 

Feb. 7,1935 

1 

22 

Feb. 21,1935 


9 

Feb 22,1935 

Hampshire ! 

25 j 

Mar. f>. 1935 

Romney... . . . . _ 

6 

Feb 24,1935 

. 

24 

Mar. 9,1935 


10 

Mar. 2,1935 

j 

23 1 

Mar. 19.1935 


7 

Mar. 15,1935 

i 

12 

Dec. 30. 1934 

Cross-bred. 

27 

Mar. 19,1935 


JO 

Feb 13. 1935 

Shropshire-Merino.. 

28 

Mar. 20,1935 

Shrnpslme . ! 

i 

11 

13 

15 

Mar 1,1935 
Mar 2,1935 
Mar. 15, 1935 

Komnei -Shropshire - 

29 

Mar. 15,1935 


14 

Mar. 17,1935 ! 

! 1 




Up to the beginning of the experiment these lambs were raised in 
the manner customary at the university farm. At the age of 2 weeks 
all were docked and the males were castrated. They were then 
pastured on native grass until about May 1, 1935, at which time they 
were turned into a field of Ladino clover. This field was divided 
into two pastures and was irrigated every 10 or 12 days. During 
irrigation the sheep were moved from one pasture to the other. 
Throughout the entire period the animals were brought to tho bam 
every morning and fed hay and grain. They did not thrive well, 
however, and there wuis considerable scouring, which w r as first noticed 
a bout Juno 1. 

All the lambs were weaned by Juno 15 and they were continued on 
Ladino clover with a grain ration once a day. On July 5 a diagnosis 
of coccidiosis was made in several lambs and the entire flock was 
treated daily for 5 days with bismuth and tannic acid in mineral oil 

» Reoeived for publication May 24, 1937; issued February, 1938. 

* The authors desire to express their deep appreciation to Dr. Paul W r . Gregory for advice and assistance 
in connection with the statistical analyses, to Dr. F. B. Roessler for checking the mathematical procedure, 
and to Dr. George H. Hart for criticisms and suggestions. 
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and fed exclusively upon dry hay. Some improvement was noted, 
but on July 18 a sick lamb was autopsied and a considerable infesta¬ 
tion of Osiertagia circumcincta was discovered. The entire flock was 
treated on July 22, and again on August 5, with 2 ounces of a 1-percent 
solution of copper sulphate. The animals were fed hay and some 
grain and allowed to graze to a limited extent on Ladino clover from 
July 22 to August 29, when the experimental work began, and they 
manifested a gradually improved condition. 

On August 29 all of the selected lambs with the exception of the 
Hampshires, were returned to Ladino clover pastures ana kept there 
exclusively throughout the experiment. The Hampshire lambs were 
placed on this pasture September 6. Irrigation every 10 or 12 days 
was discontinued during the winter season when the pastures remained 
naturally moist. By September 20 the lambs appeared to be more 
thrifty and in better condition than for several months. 

METHOD OF PROCEDURE 

A fecal sample was obtained from each animal, and each lamb was 
weighed regularly every 2 weeks. 

Fecal samples were collected by manual manipulation and the hands 
were thoroughly washed after each sampling to prevent contamination 
of succeeding samples. Each sample was wrapped in a piece of 
glazed onionskin paper bearing a number corresponding to the eartag. 
The samples were then taken to the laboratory and egg counts were 
made within 24 hours after the samples were collected. 

The technique employed in examining the feces for eggs was a 
slight modification of Caldwell's method and was as follows: 

(1) 1 g of feces was weighed out and placed in the bottom of a 30-ml shell vial 
calibrated at 10 ml. 

(2) 2 ml of 30-percent antiformin was added to the feces in the shell vial and 
mixed thoroughly by means of a clean glass rod. The glass rod was left in the vial 
and the sample was allowed to stand at room temperature for at least 1 hour. 

(3) Sugar solution with a specific gravity of 1.23 was added to the 10-ml mark 
on the vial. 

(4) The glass rod was removed after stirring and the specimen w r as “bubbled' 1 
by means of blowing through a pipette placed against the bottom of the vial. 

(5) 0.1 ml of the prepared specimen was taken from the vial with a pipette and 
spread on a slide so as to form a thin rectangular film. 

(6) The eggs were counted with the aid of a mechanical stage under the 32-mm 
objective of the microscope. The number of eggs found in each smear was mul¬ 
tiplied by 100 to express the number of eggs per gram of feces. 

This slight modification of Caldwell's method was made to enable 
the writers to deal with smaller quantities of fecal material. Two 
slides of each specimen were prepared and counted for ova and the 
results were averaged to reduce error. The physical consistency of 
each specimen at the time of weighing in the laboratory was taken into 
consideration. A relationship of 1:2:4 is considered to exist between 
the formed, mushy (unformed), and diarrheic feces. 

EXPERIMENTAL DATA 

Figure 1 shows the average infestation, based upon the number of 
eggs per gram of feces, of each of the six groups of lambs and the aver¬ 
age,for the composite band from September 6, 1935, to September 4, 
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1936. Since the entire band was kept under identical conditions and 
handled in exactly the same way throughout the investigation, the 
egg count niay be considered as a measure of resistance or suscepti¬ 
bility, and it is commonly accepted as such regardless of the true nature 
of the resistance. Assuming, then, that the egg count indicates the 
degree of infestation in each group, figure 1 shows an ascending order 
of susceptibility as follows: Romney, cross-breds, Southdown, Ram- 
bouillet, Shropshire, and Hampshire. Details of this variation in 
resistance or susceptibility, following exactly the egg counts made at 
intervals of 2 weeks, are shown in figure 2. The arrangement of the 
curves for the various breeds is such that in any given section of the 
abscissa the egg count shown for each breed was not only obtained 
from animals maintained under identical climatic and food'conditions 

EGGS PER GRAM 


ui O C* O o» 

o o O o o o 


_‘_I!_' ' 1 


1 




1 _ 


I . . 




_1 


Fiui'he 1 — \verage infestation of Ostertagia circumcmcta in the breeds of sheep investigated, and the aver¬ 
age infestation for the entire baud. 


but from animals of practically the same age. Thus there is elimi¬ 
nated any possible confusion consequent upon making a comparison 
based upon age immunity or acquired immunity rather than upon 
natural resistance irrespective of age or degree of exposure to infection. 
It will be observed that figure 2 is in agreement with figure 1 with 
such minor exceptions as might be expected from a comparison of 
detailed data with averaged data. The peak attained by the Hamp- 
shires at 410 days was due very largely to an unusually heavy infesta¬ 
tion in a single animal. 

In order to determine whether or not such differences in resistance 
were significant, especially in view of the fact that a small number of 
each breed was under investigation, the data were analyzed by means 
of Fisher’s pairing method * The results are shown in table 2. 

« Fisher, R. A. statisticai methods for research workers. Ed. 4, 307 pp , Ulus. Edinburgh and 
London. 1932, See pp. 111-114. 
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Table 2. —Results of analyzing the data regarding infestation by means of Fisher's 
pairing method in order to make comparisons between breeds 


Breeds compared 

Sheep and mean egg count per gram of feces 

t value 1 

Kambouillet with Southdown. 

Kambouillet 115, Southdown, 109. 

Hampshire 242, Kambouillet, 115. 

2 0109 

Kambouillet with Hampshire. 

2.8891 

Kambouillet with cross-bred.. 

Kambouillet 115, cross-bred, 88- 

3.3014 

Kambouillet with Romney . . 

Kambouillet 115, Romney, 20_ 

3.6854 

Kambouillet with Shropshire. 

Shropshire 215, Kambouillet, 116. 

2.1824 

Romney with Shropshire- -. - - 

Shropshire 215, Romney 20.— 

4 3232 

Romney with Southdown... . .. - 

Southdown 109, Romney 20_ 

2.8008 

Romney with Hampshire.. .. 

Hampshire 242, Romney 20. 

3 5277 

Romney with cross-bred. 

Cross-bred 88, Roimiev 20.. 

2 9070 

Shropshire with Southdown _ 

Shropshire 215, Southdown 109_ 

2.1200 

Shropshire with Hampshire_ _ 

Hampshire 242, Shropshire 215. — 

. 3783 

Shropshire with cross-bred .... 

Southdown with Hampshire_ _ _ 

Southdown with cross-bred. 

Shropshire 215, cross-bred 88.... 

2.0708 

Hampshire 242, Southdown 108. .. 

2.0577 

Southdown 109,'cross-bred 88. 

.7171 

Hampshire with cross-bred.. . - 

Hampshire 242, cross-bred 88. 

3 0372 


i The t value necessary to indicate significance is 2.479, high significance, 2 779 



170 200 230 260 290 320 350 380 410 440 470 500 530 560 590 620 

AGE (DAYS) 


Figure 2.- K\acl biweekly Ostvrlagm circuinihuta egg counts o\ei a 12-month period in different breeds of 

sheep. 

It should be mentioned here that the calculations shown in table 2 
are based iipon the pairing of data obtained at each time of fecal 
sampling rather than upon mean egg counts for the entire period of 
investigation. It should also be pointed out that the t values, which 
are measurements of the significances of differences, where South- 
downs and cross-breds are concerned are not based upon as many 
records as are the t values for other breeds, since out of five initial 
Southdowns, two died (one on March 11, 1936, and one on June 12, 
1936), and out of only three initial cross-breds, one died oil October 
21, 1935. The cross-breds, however, may well be ignored since they 
do not represent a typical breed and are not considered further in this 
paper. 

^ Extending the statistical analyses to include a study of possible 
significant differences in resistance between individual members of a 
single breed as well as differences between breeds, the results shown 
in table 3 were obtained. 
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Table 3.— Results of analyzing the data regarding infestation by means of Fisher’s 
pairing method in order to make cornpai isons between individuals 


Individual sheep 
compared 


ltaiubouillet 2 with 1 
liamhouillet 3 with 1. 
Karnbouillet 4 with 1 
Karnbouillet 5 with 1 
Karnbouillet 3 with 2. 
Kamhouillot 2 with 4. 
Kambouillci 15 with 2 
Karnbouillet3 with4 . 
Karnbouillet 3 with 5 
Karnbouillet 5 with 4 
Romney 8 with 7... . 
Koxuney 9 with 7.- . 
Romney 7 with 10.. - 

Romney 8 with 9. 

Romney 8 with 10. . 

Romney 9 w ith 10 
Shropshire 11 with 12 
Shropshire 11 with 13. 
Shropshire 11 with 14 
Shropshire 11 w'ith 15. 
Shropshire 11 wdth 16. 
Shropshne 13 with 12. 
Shropshire 14 with 12 
Shropshire 15 with 12. 
Shropshire 12 with 10 
Shtopshire 14 with 13. 



t value 

t value 



f value 
neces¬ 
sary to 
be sig¬ 
nificant 

t value 

t value 

neces¬ 
sary to 
be sig¬ 
nificant 

necessary 
to be high¬ 
ly sig¬ 
nificant 

Individual sheep 
compared 

t value 

necessary 
to be high¬ 
ly sig¬ 
nificant 

2 125 

2 508 

2 819 

Shropshire 13 with 15 . 

. 359 

2.518 

2 831 

4.119 

2 485 

2 787 

Shropshire 13 w ith 10 . 

2.018 

2.508 

2 819 

1 795 

2 492 

2 797 

Shropshire 14 with 15.. 

1 458 

2.583 

2 921 

2 075 

2 485 

2 787 

Shropshire 14 with 10.. 

2.518 

2.5417 

2 898 

1 851 

2 500 

2 807 

Shropshire 15 with 10.. 

3 312 

2.539 

2 801 

2.593 

2 508 

2 819 

Southdown 17 with 18.. 

.371 

2.081 

3 055 

059 

2 500 

2 807 

Southdown 17 w'ith 19 

3.104 

2.528 

2 845 

4 091 

2 485 

2 787 

Southdown 17 with 20.. 

1 741 

2 624 

2 977 

3. 011 

2 479 

2 779 

Southdown 17 with 21.. 

2. 759 

2 539 

2 861 

1 030 

2 485 

2.787 

Southdow a 18 with 19.. 

1 403 

2.081 , 

3 055 

057 

2 479 

2 779 

Southdown 18 with 20. 

.847 

2.718 

3 100 

. 148 

2 479 

2.779 

Southdown 18 with 21 __ 

1 331 

2.718 

3.106 

1 300 

2 500 

2 807 

Southdown 20 with 19. . 

3 181 

2.583 

2.921 

1 420 

2 508 

2.819 

Southdown 21 with 19_. 

989 

2 508 

2 819 

2 088 

2 528 

2.845 

Southdown 20 w it h 21.. 

2. 778 

2 024 

2.077 

2 017 

2 500 

2 807 

Hampshire 22 with 23. _ 

1 428 

2 583 

2.921 

1 993 

2 528 

2 845 

Hampshire 24 with 22.. 

1.264 

2 500 

2.807 

1 770 

2 508 

2 819 

Hampshire 25 w ith 22.. 

2 454 

2.500 

2.84)7 

1.218 

2 .507 

2 898 

Hampshire 22 w ith 26.. 

1 335 

2 508 

2.819 

1 059 

2.552 

2 878 

Hampshire 24 with 23.. 

2 876 

2 552 

2 878 

2 157 

; 2 528 

2 845 

Hampshire 25 with 23 

4 163 

2 552 

2 878 

1 808 

2 .508 

2 819 

Hampshire 20 with 23 , 

.979 

2 567 

2.898 

2 405 

! 2 539 

2 801 

Hampshire 24 with 25.. 

.048 

2 485 

2 787 

2 592 

! 2 552 

2 878 

Hampshire 24 with 20 . 

1 580 

2 485 

2 787 

.702 

2 528 

2 845 

llampshiie 25 with 20.. 

4 203 

2 492 

2 797 

990 

2 5In 

2 831 




—_ . 


__ 1 

_ _ 

■_ 

_ 

_ 


In the Rambouillets three pairings showed highly significant, one 
pairing significant, and the remaining six pairings showed insignificant 
differences in susceptibility to Ostertagia circumcincta. The animal 
which showed a significant difference also showed a highly significant 
difference upon pairing with another animal. In the Romneys all 
pairings, six in number, showed no significant differences in suscep¬ 
tibility. In the vShropshires 2 pairings of a total of 15 showed sig¬ 
nificant differences in susceptibility—1 significant, the other highly 
significant. In the Southdowns a total of 10 pairings was made of 
which 2 were significant and 2 were highly significant; 1 animal 
being significantly resistant in 2 pairings and another being highly 
significantly resistant in 2. In the Hampshires one pairing was 
significant, two were highly significant, and the remaining seven 
were not significant. The animal showing a significant difference 
was also, in another pairing, one of those showing highly significant 
differences. 

Having thus established not only a significant difference in sus¬ 
ceptibility to Ostertagia circumcincta among different breeds but also 
among different individuals of the more susceptible breeds, the 
writers compared the more resistant individuals of each of the more 
susceptible breeds, again employing Fisher’s pairing method, with 
the mean of the Romney breed. The results obtained are shown in 
table 4. 
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Table 4.— Results of analyzing the data regarding infestation by means of Fisher's 
pairing method in order to make comparisons between the more resistant individuals 
of each of the more susceptible breeds with the mean of the Romney breed 


Breed and sheep 
no. compared with 
Romney 


Rambouillet 1 ... 

Rambouillet 4_ 

RambouiJlet 5 __ 
Shropshire 12. . 
Shropshire 10 .... 



t value 

t value 



t value 

t value 

neces¬ 
sary 
to be 
signif- 

necessary 
to be 
highly 
signifi- 

Breed and sheep 
no. compared with 
Romney 

t value 

neces¬ 
sary 
to be 
signif- 


leant 

cant 



leant 

0 905 

2.485 

2 787 

Southdown 19 . 

1 510 

2.492 

1 792 

2 485 

2 787 

Southdown 21. 

.203 

2. 500 

2 758 

2 479 

2 779 

Hampshire 23. 

.919 

2.552 

2.194 

2. 508 

2.819 

Hampshire 26... 

2.454 

2.485 

1 158 

2 500 

2 807 




_ 

1 _ 


—— 

— 

— - 


t value 
necessary 
to be 
highly 
signifi¬ 
cant 


2.797 
2 807 
2. 878 
2. 787 


Of tho three Rambouillets showing a significant degree of resistance 
only one showed a significant difference, which was nearly highly 
significant, from the Romney mean, indicating that two of the three 
animals possess a degree of resistance of approximately the same 
magnitude as that obtaining in the Romneys, the most resistant of 
the breeds studied. Of the two more resistant Shropsliires both 
showed insignificant t values when paired with the Romneys. Of 
the two more resistant Southdowms both showed no significant differ¬ 
ence when compared with the Romney mean. Of the tw 7 o Hamp- 
sliires showing significant and highly significant t values neither showed 
differences from the Romney mean which were significant. 

CONCLUSIONS 

From figure 1 it appears that the breeds of sheep used in this in¬ 
vestigation vary in susceptibility to infection with Ostertagia circum- 
cincta in the following ascending order: Romney, cross-bred, 
Southdown, Rambouillet, Shropshire, and Hampsliire. The Romneys 
showed very many fewer eggs per gram of feces throughout a period 
of 12 months than the average for all the breeds, and an even greater 
difference is apparent when comparisons are made with the Shropshires 
and Hampshires. The cross-breds, Southdowns, and Rambouillets 
approximate one another in egg count, occupying a position about 
midway between the Romneys and the Shropshires and Hampshires, 
which approximate one another. The picture presented by this 
chart of average infestations is substantiated on the whole by figiuo 
2 , allowing for certain discrepancies which are to be expected when 
averages of data are compared with detailed data. Statistical analysis 
of detailed data, as presented in table 2 , show r s, however, that figure 
1 does not give an entirely true picture. This analysis shows the 
Romneys to be highly significantly more resistant than any of the 
other breeds; the cross-breds, which may be ignored because they do 
not represent a true type, are significantly more resistant than the 
Shropshires and highly significantly more so than the Hampsbires, 
but not significantly more resistant than any of the other breeds; 
the Rambouillets are highly significantly more resistant than the 
Hampshires but not significantly more resistant than any other breed; 
the Southdowns, Shropsliires, and Hampshires show no significant 
differences in resistance or susceptibility from one another and are 
not significantly more resistant than any other breed. This informa- 
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tion forces the writers to conclude that the correct order of ascending 
susceptibility is as follows: Romney, cross-bred, Rambouillet, South- 
down, Shropshire, and Hampshire, the last three breeds possessing a 
susceptibility of approximately the same magnitude. Figure 2 and 
unpublished results of investigations of seasonal incidence of Oster¬ 
tagia circumcinda infestations in these and other animals on irrigated 
pastures indicate that age immunity or acquired immunity do not 
confuse this picture of breed resistance. One might reasonably 
expect Romneys to be more resistant to internal parasites favored by 
moist conditions than most if not all other breeds of sheep since they 
wore developed in the Kent marshes in England and were held under 
relatively concentrated conditions. Natural selection and selective 
breeding, even though not scientifically conducted, would strongly 
tend to make such resistance characteristic of the breed. 

Further statistical analyses demonstrated that certain individual 
animals of the susceptible, as well as the intermediate, breeds possess a 
resistance to Ostertagia circumcincta of approximately the same mag¬ 
nitude as the mean of that of the Romneys. It would appear, there¬ 
fore, that the factor, or factors, which determine resistance have 
become fixed in the Romneys and that this same factor, or factors, 
is also in the other breeds although not fixed as in the resistant breed. 
(Ymsequently it may be assumed that if a sheep breeder is desirous of 
securing a breed resistant to this stomach worm he may do so by 
careful selection within any of the above-mentioned breeds, and 
probably within those not investigated as well, without the necessity 
of attempting to cross-breed with all of its attendant difficulties and 
with the possible sacrifice of other and desirable characteristics typical 
of certain of these breeds. A similar thing has been done by Aekert 
and his associates 4 at Kansas State College, where breed resistance 
in fowls to Ascaridia has been demonstrated and a strain of White 
Leghorns resistant to this parasite has been developed by the selection 
of the most resistant cockerels and pullets in the flock and carried 
through three generations by subsequent father-daughter and brother- 
sister matings. 

The findings given herein demonstrate to be true Stoll’s idea 5 
that there probably exist strains and breeds of sheep which are re¬ 
sistant to helminths. 


SUMMARY 

A group of 29 lambs, representing 5 breeds, and 3 cross-bred 
individuals, was isolated and kept for 12 months on an irrigated pas¬ 
ture, where they were continuously exposed to infection from Ostertagia 
circumcincta. Egg counts, by a modification of Caldwell’s method, 
were made regularly every 2 weeks throughout the period. Such 
counts were used as an indicator to determine relative resistance or 
susceptibility. The data thus obtained were statistically analyzed 
by Fisher’s pairing method. 

From these analyses it was shown that the different breeds vary in 
susceptibility to the parasite in the following ascending order: Romney, 
Rambouillet, Southdown, Shropshire, and Hampshire, the last three 

4 Ackkht, J. E. parasites ok poultry. Jour Atner. Vet. Med. Assoc, (n. .s. 43) 9C 351-352. 1937. 

4 Stoll, N. Jl. certain net effects in helminthic parasitism, with special reference to the sheep 
HOST. Cornell Vet. 26: 171-179. 1930. 
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breeds possessing a susceptibility of approximately the same magni¬ 
tude. The Romneys are outstandingly resistant. 

Further statistical analysis showed that in each of the more sus¬ 
ceptible breeds there are significant differences in susceptibility, but 
in the Romneys there are no significant differences between individuals. 
Still further analysis demonstrated that the great majority of the more 
resistant individuals of the more susceptible breeds possoss a resistance 
of approximately the same magnitude as the menu of that of the 
Romney. Since this is true it is theoretically possible for a breeder 
to develop a resistant strain within any of the more susceptible breeds 
investigated without running the risk of sacrificing a characteristic 
of some particular breed which he wants to maintain. 



GROWTH SUBSTANCES IN RELATION TO THE MECHA¬ 
NISM OF THE ACTION OF RADIATION ON PLANTS 1 


By U. W. Popp, professor of botany , and H. R. C. McIlvaine, research assistant , 
Pennsylvania Agricultural Experiment Station 

INTRODUCTION 

That radiation exerts a strong formative influence on plants lias 
long been recognized. The blue-violet end of the spectrum is par¬ 
ticularly effective in this respect, as has been shown by the work of 
Schanz/(7), 2 Popp (J), Shirley (< 8 ), and others (5). With most plants, 
this part of the spectrum causes decreased stature as compared with 
the red end. In all the work with ultraviolet radiation carried out 
by the senior author since 1921 and in many of the researches of 
other investigators, no effect of such radiation, except perhaps the 
destructive action of the extremely short wave lengths, has been more 
consistently found than the decreased stature of plants (6‘). An ex¬ 
posure of as little as 2 minutes per day, to the unscreened radiation 
from a quartz mercury-vapor lamp at a distance of 50 cm exerts a 
marked stunting effect on seedlings otherwise kept in diffused daylight 
or in darkness. 

No satisfactory explanation of the mechanism of this action of 
radiation has as yet been advanced. Previous attempts in the writers’ 
laboratories to explain it on the basis of changes in such chemical 
substances as occur in sufficient quantities to be analyzed chemically 
have so far proved unsuccessful, although investigations in this field 
have hardly attained a good start as yet. Hare and Kersten (3), as 
a result of their discovery that ultraviolet radiation destroys indole- 
3 -n-propionic acid, have recently suggested that '‘a possible action of 
ultraviolet light upon the tryptophan within the plant may in some 
part explain the effect, of ultraviolet light upon plants.” This infer- 
mce warrants further inquiry, since it has been shown that ultra¬ 
violet radiation destroys tryptophan in vitro, and that disagreeable 
odors such as might result from the breaking down of tryptophan 
and other indole derivatives have sometimes been observed when 
seedlings were exposed to distinctly injurious doses of ultraviolet. 
The recent interest in plant-growth substances or hormones, the 
rapidly accumulating experimental data on their characteristics and 
effects, and particularly the technique developed (i, .9, 10) for their 
quantitative determination, have furnished another means of approach 
to this problem. 

The present investigation was undertaken for the purpose of deter¬ 
mining whether the effects on the plant of short-wave radiation could 
be explained on the basis of the ellect of such radiation on plant- 
growth substances. The work was begun in January 1936, as a part 
of a more extended investigation of the effects of radiation ou plants 
which has been under way for several years. After about 3,000 tests 

i Received for publication July 30, 1937, issued February 1938. Contribution No 101, Department 
of Botany. The Pennsylvania State Collet©. Pniwr N o. 780 in the Journal Series of the Penns* lvama Agri¬ 
cultural Experiment Station. This work was supported by the radiation committee of the Division of 
Biology and Agriculture, National Research Council. 

* Reference is made by number (italic) to Literature Cited, p 930. 
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had been completed, a paper appeared by Burkholder and Johnson 
(£) reporting a somewhat similar investigation. 

In general, these men found that intact seedlings or excised tips of 
seedlings of Arena and Zea exposed to the radiation from a quartz 
mercury-vapor lamp transmitted through 5 cm of distilled water in a 
glass cell or through a Corning No. 986 red-purple Corex A filter of 
7 mm thickness, contained less growth substance, as determined by 
a modified Went method, than did controls kept in darkness, the 
reduction in growth substance being greater with increased exposure. 
That the effect of the radiation was not brought about by a downward 
diffusion of the growth substance away from the direction of the 
radiation was indicated by the fact that lower sections of treated 
seedlings showed no commensurate increase in growth substance. 
Further evidence that the effect of the radiation was a direct one was 
the fact that irradiated blocks of agar into which growth substance 
had previously been allowed to diffuse from excised coleoptile tips 
caused less curvature in decapitated Arena test plants than did 
control blocks not irradiated. 

Ultraviolet radiation alone, as transmitted through Corning No. 
986 red-purple Corex A glass, caused a marked reduction in growth 
substance as compared with the amount in controls. The test plants 
were exposed to radiation through this glass for 60 and 120 minutes 
at an intensity of 1,888 ergs/cnr/sec., an exposure probably great 
enough to cause injury to the seedlings, since this glass transmits 
ultraviolet radiation dow Y n to 250 m/x. Burkholder and Johnson 
do not indicate whether injury occurred, but the writers have never 
been able to irradiate plants through this glass under the conditions 
stated, without injuring the exposed tissues. On the other hand, 
tests with the blue mercury line, 4,358A, at an intensity of 278 ergs/ 
cm 2 /sec., indicated to Burkholder and Johnson “only small and per¬ 
haps insignificant differences in growth substance as compared with 
the darkened controls.” It is likely that in these tests the intensity 
of the radiation was too low' and the exposure time not great enough, 
for, if the stunting effect of such radiation as compared with darkness 
is to be attributed to reduction in grow th substances, w r e should 
expect a significant difference between irradiated plants and controls. 
In these tests, 8 seedlings were illuminated for 55 minutes, 10 for 
180 minutes, and 10 for 300 minutes. The average curvatures 
produced by these seedlings were 11.0°, 9.5°, and 8.7°, respectively, 
as against 10.9° for the controls in darkness. While there w r as 
probably too small a number of seedlings used under any condition 
to warrant reliable inferences, these results do at least indicate a 
consistent decrease in growth substance with length of exposure. 

When excised tips of coleoptiles w r ere subjected to unilateral 
illumination, the illuminated side contained less growth substance 
than the shaded side, but, strangely enough, when intact coleoptiles 
were thus treated, although they bent toward the light, the illuminated 
side contained more growth substance than the darkened side. No 
explanation is offered for these contradictory results. 

While the Burkholder and Johnson paper was probably only intended 
as a preliminary one, since few tests were made under any one set 
of conditions, the results do indicate that the effect of radiation of 
short wavelengths is to inactivate growth substance. If this is to 
be used in explanation of the mechanism of the action of radiation 
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upon plant growth, it is necessary that the conditions of radiation 
that produce definite formative effects be the ones that are used in 
the studies of growth substances. With ultraviolet radiation, for 
example, the intensity, speetrai range, and duration of exposure 
should be such as to cause the ordinary stunting of growth without 
seriously injuring the seedlings. In the present investigation an 
attempt was made to satisfy these conditions. 

EXPERIMENTAL PROCEDURE 

The test plants used in this investigation were turnips (Brassica 
rapa L.), variety Purple Top White Globe. Individually selected 
seeds were germinated on cotton and filter paper in sterilized Petri 
dishes, 50 seeds to a culture, and kept in darkness at 25° O. except 
during the radiation treatments. The seeds were evenly spaced in 
the germinators. 

The source of radiation was a mercury-vapor lamp in quartz 
operated on a 110-volt alternating current circuit with rectifier. 
The intensity of radiation from this lamp at a distance of 50 cm, 
without any screen, was 21.05 watts (10" 5 /cm 2 ). Three types of 
Corning glass filters were used: Noviol 0, transmitting down to 
1189 m/d ; G586A, transmitting the region 800-436 m^i; and red-purple 
Corex A, transmitting the region 250-415 111 / 1 . The total energy 
transmission of these filters was measured by means of an Eppley 
pyrheliometer of the Kimball and Hobbs type 3 and the distances 
from the plants to the mercury-vapor lamp were so adjusted as to 
equalize the intensities. In some cases, however, the plants were 
exposed at shorter distances. The lengths of exposures through 
screens transmitting ultraviolet radiation or to the unscreened arc 
were such as to minimize injury but to produce stunting effects on 
the seedlings. These periods of time w T ere determined by the results 
of several years’ work with such radiation. Seedlings irradiated 
through Noviol 0, which eliminates all ultraviolet, were given longer 
exposures. 

The plants were usually exposed for the first time about 24 hours 
after being placed in the germinators, and daily or twice a day there¬ 
after, usually for 3 x /i or 7 days. During irradiation a strong current 
of air was kept moving over the plants to minimize heating effects, 
although these were negligible because of the short periods of exposure. 
Immediately after irradiation the plants were returned to the dark 
chamber. Controls consisted of plants kept under all the conditions 
to which the test plants were exposed except the irradiation. 

Tests for grow th substances w T ere made by a slight modification of 
the Went Arena method (.9). The test plants used for this purpose 
w T ere a pure-line selection of oats (Arena sativa L.) made by Dr. C. 
F. Noll of this station and chosen because of their purity and uni¬ 
formity. In the first series (table 1) the tips (1 mm) of the turnip 
seedlings to be tested for growth substance were transferred to blocks 
of 3 percent agar, 2 by 2 by 1 mm, and the growth substance allowed 
to diffuse into them while they were kept for 2 hours in a moist cham¬ 
ber. These blocks w r cre then cut in half, one half of each block used 
for the tests and the other half discarded. The halves used were 
transferred unilaterally to Arena coleoptiles that had been decapitated 

3 Loaned by the Eppley Laboratory, Inc. 
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2 hours previously and allowed to remain in a moist chamber. About 
0.5 mm of the coleoptile tip was again removed before this transfer. 
Arena colooptiles about 30 mm in length were chosen from seedlings 
grown in darkness for about 5 days. During all manipulations the 
Arena seedlings were fastened with special holders and glass tubes. 
After the transfer of the agar blocks to the decapitated coleoptiles, 
the latter were returned to the dark chamber for 2 hours, at the end 
of which timo the angle of curvature of the coleoptiles was measured 
directly in a shadow box. All manipulations were carried out in 
photographically inactive light. In the later tests (table 2) the tips 
of the turnip seodlings were transferred directly to the decapitated 
coleoptiles and the angle of curvature measured. For comparison 
some of the Arena coleoptile tips were also transferred to agar and 
tested for growth substance. Likewise, the agar itself was tested. 
All results were treated statistically and probable errors determined. 


T\ble 1. J\fean curvatures obtained with agar blocks into which growth substance 
had diffused from tips of turnip seedlings 

[Seedlings irradiated over a period of 7 days and Riven a total of 7 exposures, 2t hours apart] 


Screen 


U nscreonod arc 

No viol 0.. 

Control (total darkness) 


Daily 

Tests 

j 

Mean cur- 

exposure 

vat ure 

A fmute* 

Number 

Degree ? 

6 

2,232 

0 524-0 ook 

20 

240 

2 804' 023 

0 

1,808 

3.104- 012 


Table 2. —Mean curvatures obtained by direct transfer of tips of turnip seedlings 
to decapitated Avena coleoptiles 

[Seedlings irradiated over a poiiod of 3 1 2 days and Riven a total of 7 exposures, 12 hours apart] 


Screen 


Cuscreened arc. 

Red-purple Corcx A 1 .. 
Red-purple Corex A * 

0586 A. 

U586A.. 

No viol 0 . 

Control (total darkness) 


j Semi- 
daily 

Test i> 

Mean cur¬ 
vature 

_ 

| exposure 


' Minutes 

Number 

Degrees 

i 5 

672 

0 034=0 005 

; 5 

240 

10± - Of 10 

1 5 

144 

.994: .013 

; 4o 

624 

.70.4- .012 

i 20 

504 

1.704: 016 

• 20 

676 

4 904= .017 

; o 

i 

1,983 

6.404= .013 


1 16 cm from lamp 

2 30 cm from lump. 


RESULTS AND DISCUSSION 


In table 1 are given the results obtained by transferring agar 
blocks to the decapitated coleoptiles. The results shown in table 2 
were obtained by direct transfers of the tips of the treated turnip 
seedlings to the decapitated coleoptiles. The latter method proved 
to be the better since the authors were more concerned with relative 
than with absolute amounts of growth substance. The growth 
substance present in the Arena coleoptile tips, as determined by the 
agar method, and in the agar itself is shown in table 3. 
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Table 3.— Growth substance present in Avena coleoptile lips and in plain agar 

[Seedlings grown in dark; 3\i days old when tested] 

Item Tests 

Number 

Avena tips...-.—.. _ _ 480 

Plain agar.... 330 

An examination of tables 1 and 2 reveals that in every case irra¬ 
diated plants produced lower curvatures and hence less growth sub¬ 
stance than did the controls kept in total darkness. Furthermore, 
the shorter the wave lengths to which the plants were exposed, the 
lower were the curvatures. Thus the low r est curvatures w ere obtained 
with plants exposed to the unscreened arc, wliich transmitted down to 
about 235 mg; the next lowest by the plants screened with red-purple 
Corex A, w hich transmitted down to 250 m>u, and the next by the plants 
screened with G586A, which transmitted down to about 300mA*. In¬ 
creasing the length of exposure with the (5586A screen or decreasing 
the distance with the red-purple Corex A screen still further reduced 
the curvatures. The plants screened with Noviol 0, which eliminates 
practically all ultraviolet but transmits the entire visible spectrum, 
gave less curvature than the controls, indicating that, although the 
presence of ultraviolet radiation w as much more effective in reducing 
growth substance, this effect of radiation is not restricted to the 
ultraviolet region. This is in accord with what would be expected 
from the fact that the seedlings screened with Noviol 0 were distinctly 
shorter than the controls, though much longer than the plants exposed 
to ultraviolet radiation. The shortest plants were uniformly those 
exposed to the unscreened arc. 

There was, therefore, a distinct correlation between the stunting 
effect of the radiation used and the degree of curvature produced iu 
Arena coleoptilcs. Since the number of tests conducted under each 
condition was very large, and the differences between test plants and 
controls were uniformly in the same direction, these results are 
significant. This is further shown by the statistical analysis. If the 
Went method of determining growth substance is accepted as accurate, 
these results indicate that radiation, and particularly the short wave 
lengths of the spectrum, causes a reduction in the amount of grow th 
substance present in growing tips of exposed plants. If, furthermore, 
we accept the postulation of Went and others, that the elongation 
of stems is directly controlled by growth substance, these results 
indicate that radiation checks elongation of stems through its action 
on growth substances. In other words, this formative effect of radia¬ 
tion may be at least partly explained on the basis of inactivation of 
growdh substance. The discovery by Burkholder and Johnson, 
previously referred to, that radiation inacthatcd growth substance 
which w^as allowed to diffuse into agar, lends further support to this 
conclusion. 
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SUMMARY 

■ A study has been made of the amount of growth substance present 
in turnip seedlings kept in total darkness as compared with the 
amounts present in such seedlings exposed to the radiation from an 
unscreened mercury-vapor lamp or to this radiation as screened 
through Noviol 0, (*}586A, or red-purple Corex A glasses. Irradiated 
plants uniformly contained less growth substance, as determined by 
the Went method, than did controls in total darkness. The shorter 
the wave lengths to which the plants were exposed, the greater was the 
reduction in growth substance. Although ultraviolet radiation was 
more effective in reducing the amount of growth substance present in 
seedlings, plants exposed to only visible radiation likewise showed a 
lower amount than did the controls in darkness. Since the degree 
of stunting of the seedlings was definitely correlated with reduction 
in growth substance, and since growth substance has been shown to 
exert a controlling influence on stem elongation, these results are 
believed to support the thesis that the stunting effect of radiation 
upon plants may be at least partly attributed to the inactivation of 
growth substances. 
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THE CARBON METABOLISM OF FUSARIUM LYCOPERSICI 

ON GLUCOSE 1 


By Gordon If. Pkjtiiam, graduate scholar , and Arthur K. Anderson, professor 
of physiological chemistry , Pennsylvania Agricultural Experiment Station 

INTRODUCTION 

Tins paper reports the results of the fourth in a series of studies 
begun by Anderson in 1924, when he published on the biochemistry 
of Fvmrinm Uni (l) 2 The second and third papers were from this 
laboratory, one in 1933, the other in 1934 (2, 3 ); both deal with Fuxur- 
ium osyxporum. The present investigation was undertaken to obtain 
data on a third Fumrium, which would provide a basis of comparison 
with the previous studies. 

REVIEW OF LITERATURE 

One of the most important investigations of tomato wilt is that of 
White (17), who in 1927 made a study of 24 strains of Fumriutn lycoper- 
sici with respect to pathogenicity, influence of the hydrogen-ion con¬ 
centration of the medium on the growth of the organism, products 
of metabolism on a glucose medium, and the toxicity of these products 
to tomato plants. 

In a study of the hydrogen-ion concentration of the soil as related 
to the Fuxanum ilt of tomato seedlings, Sherwood (14) found that 
acid soils favor wilting, but that there is no limiting degree of acidity 
or of alkalinity at which the disease will not develop. May (8) 
found no correlation between pH or titratable acidity of live varieties 
of tomatoes and resistance to Fumrnnn wilt at any stage of growth. 
Scott (13) obtained maximum growth of Fumrium lycoperxici at pH 
values between 4.o and f> 3, the organism tending to change the pH 
of all solutions toward a constant value of (>.(). 

Jn a recent study of the metabolism of Fuxarium lycopersici , Luz 
(7) observed four phases in the changes in hydrogen-ion concentration 
of the medium brought about hv the growth of the fungus. He 
ascribes these changes to the formation of organic acids and to the 
preferential absorption of ions by the fungus. He also found that, 
as soon as the glucose is exhausted, the organism very rapidly utilizes 
the ethyl alcohol w hich it produces. 

A considerable amount of work has been done on the biochemistry 
of Fumrium Uni by Anderson (1), Letcher and Willaman (6), White 
and Willaman (15,16), and Reynolds (11), This work, together with 

1 Received for publication Mar. li!, IU37, issued February 1U88. Paper No. 701 in the Journal Series of 
the Pennsylvania Agricultural Experiment Station This paj**r us part of a thesis presented by Gordon 
H. Prithatn to the faculty of the Graduate School of The Pennsylvania State College, in partial fulfillment 
of the requirements for tlie degree of doctor of philosophy. 
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that of Birkinshaw, Charles, Raistrick, and Stoyle (5) on various 
species of Fusanum , is reviewed elsewhere (3). Reynolds {10, 12) 
demonstrated in resistant flax plants a eyanogenetic glueoside, 
linamarin, which inhibited the growth of F. Uni , and he postulated 
that the fungus may release enough hydrocyanic acid from a resistant 
plant to inhibit its own growth. 

Anderson, Everitt, and Adams (3) repeated much of Anderson’s 
earlier work, using Fusarium oxysporum instead of F. Uni . They 
found that the metabolism of the two organisms on glucose is very 
similar, the principal difference being that F. oxysporum utilized very 
little of the ethyl alcohol which it produced, while F. Uni used it to a 
marked degree. Anderson and Emmart (2) studied the effect of 
adding certain amino acids to the culture medium on the rate of 
carbon dioxide production by F. oxysporum. The amino acid 
studied had little effect on the metabolic rate 

GENERAL METHODS AND MATERIALS 

Source of Fusarium lycopersici culture. —The culture of the organism 
used in this investigation was obtained from l)r. (\ 1). Sherbakoff, of 
the Tennessee Agricultural Experiment Station. It was isolated 
from Maryland tomatoes and was known as culture M. From this 
culture a monosporous culture was prepared by the authors. Trans¬ 
fers from this culture were used in the present study. 

Preparation of the medium.- The medium used in this work had 
the following composition; 

Ammonium nitrate_ . . 1 00 g. 

Magnesium sulphate . . ~ . , _ - 0 25 k 

Monopotassium phosphate. . . _ 0. 50 g. 

Distilled water to make_ _ __ - - 1,000 ml 

To this stock solution, sufficient glucose was added to make an approxi¬ 
mately 2-percent solution of glucose. The exact quantity of glucose 
in each lot of medium was determined by the Folin-Wu (7) method 
after autoclave sterilization. 

Ilydrogen-ion concentration. —The pH value of all solutions was 
determined eleetrometrically. The quinhvdrone electrode 1 was used 
in all cases except in the study of the influence of the hydrogen-ion 
concentration on the growth of the fungus, when the Bailey h % vdrogen 
electrode was employed. 

Determination of combustible gases. — Since a low percentage recov¬ 
ery* of carbon was obtained in preliminary work, where the methods 
were the same as those used in earlier work on Fusarium Uni (/) and 
F. oxysporum (3), it was thought that possibly the fungus might 
produce some gases or volatile compounds w r hieh were not absorbed 
during aeration of the flasks for carbon dioxide. Consequently", a 
combustion tube, partially filled with ignited lead chromate and wire- 
form cupric oxide, as recommended by Pregl (.9), and another barium 
hydroxide tower w r ere added to the aeration train, the gases being 
passed through the hot combustion tube and into the second barium 
hydroxide tower after going through the first barium hydroxide tower. 
A significant amount of carbon was recovered by this method. That 
this w as not merely some carbon dioxide w hich had escaped absorption 
in the first towrer w r as shown by interposing another barium hydroxide 
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tower between the first one and the combustion tube. Very little 
carbon dioxide was obtained in this tower. 

Determination of nitrogen in the mycelium .—Since Anderson and 
Schutte (4) have shown that, in the absence of chlorides, the residue 
from the determination of carbon by the wet combustion method can 
be used satisfactorily for the determination of nitrogen by the Kjel- 
dahl method, the residue from each carbon determination after 
digestion was made strongly alkaline with saturated sodium hydroxide 
solution, the ammonia being distilled and titrated as in the usual 
Kjeldahl method. 

The methods for the preparation and inoculation of the culture 
flasks, the determination of carbon dioxide, ethyl alcohol, residual 
glucose, organic acids, and carbon in the mycelium are essentially the 
same as those used in previous work (/, 3). 


THE REACTION OF THE MEDIUM IN RELATION TO GROWTH 
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The technique used in studying the relation of the reaction of the 
medium to growth of Fusarium lycopersiei was similar to that em¬ 
ployed by Anderson (/) in his work with V . Uni. The results are 
presented in figure 1. It is 
evident that F. lycopersiei 
is very tolerant to extremes 
of acidity and alkalinity, 
the minimum pi I value for 
growth being l.KX and the 
maximum 11.0<> These re¬ 
sults correspond well with 
those obtained by White 
{17) with F. lycopersiei and 
with those of Anderson (/) 
with F. Uni. Luz (7), how¬ 
ever, obtained no growth 
of F. lycopersiei at pH values 
above S. 10. The low est pH 
that he tried was 3.25, at 
which value the fungus 
grew' well. 

The range for good growth 
is also very wide, extending 
from about pH 2.0 to pH 
9.5, the optimum being pH 
4.1. Scott (13) and White 
( 17) obtained almost identi¬ 
cal results with F. lyeo - 
perslei , but observed tw r o 
maxima in the growth 
curves at pll 4.0 to pH 5.3 
and above pH 7, with a 
minimum between pH 5 and 7. Luz (7) observed maximum 
growth at pH 5.7. The results of the present study also agree well 
with those found for F. I ini ( 1 ). 
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CHANGE IN pH DUKING GROWTH 

Figure 2 shows graphically the change in the reaction of the medium 
with time, both with and without the growth of the fungus. Perhaps 
the most striking effect is the marked tendency of the organism, within 
the range of vigorous growth, to change the reaction of the medium 
toward the optimum value. This effect is especially notable on the 
acid side, the final pH values of five cultures that had initial reactions 
of from 1.88 to 6.28 varying only from 4.25 to 4.95—values that are 
well within the optimum pH range. That these changes are due to 
the grow'th of the fungus and not to independent changes in the 
reaction of the medium itself is shown by the fact that the change in 
the reaction of the uninoculated medium tends to be constant. The 



DRY WEIGHT OF MYCELIUM (GRAMS) 


Figure 2 .- Changes m hydrogen-ion concentration of the medium dur»rig grouih of cultures shouti m 

figure 1. 

final pH of the blanks bears an approximately constant ratio to the 
initial pH, except in the strongly alkaline solutions, where there is 
evidently considerable absorption of carbon dioxide from the air. 
Although the change in the reaction of the inoculated medium is not 
so striking on the alkaline side as on the acid side of neutrality, the 
organism shows a decided tendency to increase the hydrogen-ion 
concentration toward the optimum. Part of this increase evidently 
is due to absorption of carbon dioxide from the air, but here again 
the change in the inoculated flasks is greater than in the uninoculated 
ones, indicating that the fungus itself changes the reaction of the 
medium. These results are similar to those obtained by Scott (IS) 
with Fusarium lycopersici, and by Anderson (1 ) with F. iini. ~ -»• 
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In studies of the carbon metabolism on glucose, the change in pH 
was followed at intervals over a considerable period of growth. In 
all, four studies were made, and in every case the pH value of the 
medium was increased to about 7.0. There was no initial decrease, 
as Luz (7) observed in his work with Fusarium lycopersici, and as 
Anderson (Jf) found with F. Uni. The pH value of an 8-montks-old 
culture of F. lijcopersici, which was used in testing for organic acids, 
was 7.3, showing that the fungus will change the reaction of the 
medium from acid to alkaline if allowed to grow long enough. Luz 
(7) ascribes the increase in pH to 7.5, as observed by him, to the 
preferential absorption of nitrate ions from ammonium nitrate in the 
medium, with the concurrent liberation of ammonium ions. 

CARBON METABOLISM ON GLUCOSE 

Although four studies (series) were made, the results of only the last 
will be presented in detail as it is representative of the other three 
(table 1 and fig. 3). Since in the first series the total recovery of the 
original carbon decreased to 
less than 50 percent as 
growth progressed, it was 
thought that the fungus 
might produce some, com¬ 
pounds other than the ones 
being determined. Accord¬ 
ingly, two new methods 
were introduced in the 
subsequent series. It was 
suggested that some of the 
undetermined carbon might 
be in the form of gaseous or 
volatile compounds which 
would be. lost during the 
aeration of the cultures for 
carbon dioxide. To test 
this hypothesis, a combus¬ 
tion tube and a barium 
hydroxide rower were intro¬ 
duced into the aeration 
train. By means of this tech¬ 
nique, the results of which 
are given as “Combustion” 
in table 1 ami figure 3, an 
amount of carbon represent¬ 
ing about. 2 percent of the 
original carbon w'as ob¬ 
tained, thus showing that a 
small amount of volatile organic compounds is produced by Fusarium 
lycopersici. 



fiui'KK 3 - Distribution of metabolic products of Fusarium 
lycopersici when grown oil glucose. See table 1. 
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Table 1. —Distribution of metabolic products of Fnsarium lycopcrsici on a glucose 
medium at various stages of growth 
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1 Expressed as percentage of the carbon in the* glucose originally present. 


As a further check on the recovery of carbon, an aliquot of the filtrate 
from the original cultures was analyzed for total carbon by the wet, 
combustion method. The sum of the carbon in the alcohol, residua! 
glucose, and lead precipitate was then subtracted from this total 
carbon, giving the undetermined, or residual carbon in the filtrate. 
A maximum of 8.7 percent of the original carbon could be accounted 
for in this way, indicating that a significant amount of shine organic 
compounds, other than ethyl alcohol, which are not precipitated by 
lead acetate, is formed by the organism from glucose. The curve for 
the total recovery of carbon in figure 3 includes both the residual 
carbon and the carbon obtained by combustion. 

Table 1 and figure 3 show' that ethyl alcohol and carbon dioxide are 
the main products of the metabolism of the organism on glucose, the 
alcohol being produced slowly at first and then more rapidly until the 
glucose lias been exhausted, when it decreases fairly rapidly. Since 
carbon dioxide production confines to increase after the consumption 
of the glucose, it is evident that Fnsarium lycopernci can utilize ethyl 
alcohol for energy and for grow th. These facts are in accord with the 
results obtained by Anderson (/) with F. Uni , except that the decrease 
in the alcohol, as well as the rate of metabolism for the entire series, is 
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not as rapid as lie found it to be. Anderson, Everitt, and Adams (3) 
found that F. oxysporum was able to utilize ethyl alcohol as a source of 
carbon to only a slight extent. In this connection the recent work of 
Luz (7) should be mentioned. He found that F. lycopersiei , when 
grown on a medium containing 5 percent of glucose, produced alcohol 
rapidly until the glucose was exhausted on the eighteenth day of 
growth, when the alcohol was used at a rapid rate until it was finally 
exhausted on the thirty-fifth day of growth. Since, in the present 
study, a considerable amount of alcohol was present in the medium 
after (VO days’ growth, it is obvious that the rate of metabolism of the 
strain of F. lycopersiei used by him was much greater than that of the 
strain employed in this investigation. However, his mineral nutrient 
solution was 10 times as concentrated as the one used in the present 
work. 

The lead precipitate is significant because it is nearly constant, 
although representing only a small fraction of the original carbon. 
Evidently Fusariurn lycopersiei produces only small amounts of organic 
acids, the lead salts of which arc insoluble. Anderson (/) also found 
that only small amounts of these acids were produced by F. Uni. 

The residual carbon in the filtrate increases rather rapidly until the 
glucose is practically exhausted, and then decreases. Since this 
decrease is at a somewhat more rapid rate than the corresponding 
decrease in alcohol and in the total carbon in the filtrate, it is evident 
that the fungus utilizes this carbon more easily than it does ethyl 
alcohol. As old cultures have an esterlike odor resembling that of 
apricots, it is possible that this residual carbon is represented by some 
organic acids which were not determined by any of the methods used. 

The amount of volatile compounds determined by combustion shows 
a gradual increase during the entire growth period. The highest value 
was obtained in the last series at (>0 days, when 0.1 percent of the 
original carbon was in this form. At least a part of this carbon may be 
in the form of volatile acids, since in subsequent experiments a small 
amount of these acids was found in old cultures of the organism. 

The changes in the pH of the medium with growth are practically 
uniform in all series and the final pH is nearly the same in all series, 
being well within the optimum range for growth. Luz (7) found that 
lie could divide the growth of Fusariurn lycopersiei into four stages on 
the basis of the pH changes during growth, but no such periods, or 
“breaks,” in the pH curves were obtained in this work. Anderson (7) 
observed that F. Uni first decreased the pH of the medium and then 
gradually increased it, the final value depending on the initial pH of 
the medium. 

QUALITATIVE TESTS FOR ORGANIC ACIDS 

The filtrate from an 8-months-old culture of Fusarlurn lycopersiei 
was distilled from acid solution, and the distillate titrated with 
standard alkali. An amount of volatile acid equivalent to about 4.0 ml 
of normal acid, or 0.24 g of acetic acid, was obtained. The residue 
from the distillation was tested for oxalic acid by the usual precipita¬ 
tion as calcium oxalate. Since there was obtained a white precipitate 
which decolorized potassium permanganate in sulphuric acid solution, 
it was concluded that oxalic acid was formed in small amounts, thus 
confirming the findings of Luz (7). A doubtful test for tartaric acid 
was also obtained. 



944 Journal of Agricultural Research voi 55 .no. 12 


COMPOSITION OF MYCELIUM 

The data for the percentage of carbon and of nitrogen in the myce¬ 
lium, calculated on the dry weight of mycelium, are given in the 
column headed 4 ‘Mycelium” in table 1. 'fhere is a tendency for the 
carbon content of the mycelium to decrease with age, a change 
exactly opposite to that found for Fusarium Uni ( 1 ) and for F. oxys¬ 
porum (#). 

In general, the nitrogen in the mycelium tends to decrease slightly 
with age, indicating that old cultures contain less active protoplasm 
than fresh cultures. These results agree with those obtained for 
Fusarium Uni (/) 

Carbohydrates contain about 40 percent of carbon, proteins 51 
to 55 percent, and a typical fat such as tristearin 76.87 percent. 
During the first 43 days of growth the carbon content of the mycelium 
ranged from 45.62 to 48.56 percent. During the final stages of growth 
the carbon content of the mycelium dropped to between 40.00 and 
42.67 percent. Since the percentage of nitrogen in the mycelium 
decreased together with the percentage of carbon it appears that the 
carbohydrate content of the mycelium was increasing with age. 
There w r as no evidence of fat formation, as was the case with Fusarium 
Uni (1) and F. oxysporum (3). 

RATIO OF PRODUCTS OF METABOLISM TO ONE ANOTHER AND TO 
THE GLUCOSE CONSUMED 

Various coefficients and equivalents have been introduced into the 
literature to express the relationships existing among the products of 
metabolism and the compounds consumed by a fungus. A number of 
these ratios have been calculated for each series of experiments in 
the present investigation; the ones for the last series are presented in 
table 2. To avoid confusion, the exact meaning of each ratio is 
given at the top of each column. 

The respiration coefficient represents the grams of carbon dioxide 
produced per gram of dry mycelium. There is an increase in this 
ratio with age up to a certain point, and then a slight decrease, this 
point usually coinciding with the exhaustion of the glucose ami the 
beginning of the utilization of ethyl alcohol. Evidently Fusarium 
lycopersici is able to use ethyl alcohol better for mycelium building 
than as a source of energy. F. Uni (/) and F. oxysporum (3) showed 
a steady increase in this ratio. 


Table 2.— Quantitative relationships existing between the various me tain the products 
of Fusarium lyropermri when grown on a glucose medium 
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Similar changes take place in the economic coefficient, which is 
the amount of carbon source required to make 1 g of dry mycelium, 
the ratio increasing to a maximum and then decreasing as the fungus 
changes from glucose to alcohol as a building material. Fusarium Uni 
(1) showed similar changes, but the maximum value was only 13.1, 
as compared with 17.15 in the case of F, lycopersici . Evidently the 
former organism uses carbon sources more efficiently than the latter. 
That young mycelium is more efficient in sugar consumption than 
older mycelium is illustrated by the low value obtained in every case 
for the first growth period, usually a week or 10 days. 

As would be expected, the percentage of the carbon consumed that 
is transformed into carbon dioxide, or the respiration equivalent, 
increases with age during the growth of the fungus, since ethyl 
alcohol is used as a source of energy after the glucose has disappeared. 

The plastic equivalent is really the reciprocal of the economic 
coefficient, since it represents the percentage of the glucose consumed 
that is converted into mycelium. As would be expected, it shows 
reciprocal changes, decreasing with age until the glucose is entirely 
used, and then increasing slightly. These changes also tend to show 
that ethyl alcohol is used somewhat more efficiently than glucose for 
mycelium production. 

The alcohol equivalent is the percentage of glucose consumed that 
is converted into ethyl alcohol. The changes in this ratio show that 
Fusarium lycopersici utilizes ethyl alcohol after it has used all the 
glucose, since the values increase until the point at which the glucose 
is exhausted is reached, after which they decrease markedly. 

In the last column of table 2 the ratio of the carbon in alcohol to 
the carbon in carbon dioxide is given. In a typical alcoholic fermen¬ 
tation the ratio of carbon in alcohol to carbon in CC) 2 is 2:1. Table 2 
shows that the experimentally determined ratio approaches very 
closely the theoretical, and is exactly 2.00 on the day of maximum 
alcohol production. Because of the utilization of the alcohol by the 
fungus, the ratio decreases to 1.07:1 on the sixtieth day of growth, 
indicating that about 25 percent of the alcohol is changed into carbon 
dioxide. The actual decrease in alcohol is over 30 percent, the 
difference being accounted for by the growth of the mycelium. 

UTILIZATION OF ETHYL ALCOHOL 

Since Fusarium lycopersici utilizes the ethyl alcohol which it pro¬ 
duces from glucose, the effect on the growth of the fungus of various 
concentrations of ethyl alcohol, both alone and in the presence of the 
same concentration of glucose that was used in the preceding work, 
was studied. Two series of 20 flasks each were used, each flask in 
one series containing 100 nil of mineral nutrient medium without 
glucose, and each flask in the other series containing the same 
amount of medium with enough glucose added to make an approxi¬ 
mately 2-percent glucose solution. The exact amount of glucose 
was not determined, but was assumed to be the same in all flasks con¬ 
taining it, since the medium for each flask was measured from one large 
lot. To 24 flasks from each series, amounts of 95 percent ethyl 
alcohol varying from 0.2 to 6.0 ml were added after sterilization. 
Two flasks were used as controls, no alcohol being added. After 10 
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days growth, the mycelium was removed by filtration and dried to 
constant weight at 100° C. The results are presented in figure 4. 

In low concentrations, ethyl alcohol is a good source of carbon for 
Fusarium lycopersici. The fungus will grow slightly, even in concen¬ 
trations as high as 4.90 g per 100 ml of solution. That, maximum 
growth occurred at a concentration of 0.41 g per 100 ml is significant, 
as the maximum amount of alcohol produced hv the fungus in any of 
the studies of the glucose metabolism was 0.57 g per 100 ml. The 

limiting value for maxi- 
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alcohol have a stimulating 
effect on the growth of the fungus oil glucose is evidenced by 
the fact that the weight of mycelium produced on the solution con¬ 
taining 0.1() g of alcohol is significantly greater than that on the 
glucose solution alone. As the amount of alcohol increases, however, 
the weight of mycelium decreases until, at a concentration of 4.90 g 
per 100 ml, less mycelium is produced than on a solution containing 
4,08 g of alcohol and no glucose. 


ALCOHOL ADDED TO 100 ML OF MEDIUM (ML) 

Fkjckb 4 -Mycelium production on varum* concent rations 
of ethyl alcohol, with and without glucose 


DISCUSSION OF RESULTS 

Fusarium lycopersici is as tolerant to extremes of hydrogen- and 
hydroxyl-ion concentration as F. lini, and the optimum pH value for 
growth is practically the same for both organisms. F. lycopersici is 
apparently better able to change the pH of strongly acidic solutions 
toward the optimum value than is F. lini. In view of the ability of 
the organism to grow over such a wide range of pH values, it would 
not appear feasible to attempt to control the Fusarium wilt of tomatoes 
by adjusting the pH of the soil, although Sherwood (14) found that 
there was a greater percentage of infection of tomato seedlings by the 
fungus in acid soils. 

The results of the work on the carbon metabolism of Fusarium 
lycopersici on glucose indicate that this organism produces, in addition 
to ethyl alcohol and carbon dioxide, appreciable quantities of volatile 
and nonvolatile compounds, part of which was determined by new 
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methods. Because of the striking esterlike odor of old cultures, it is 
thought that fatty acids comprise an appreciable portion of these 
compounds, although attempts to identify these acids were unsuccessful. 

The production of these compounds is an essential point of distinc¬ 
tion between this organism and Fusarium Uni and F. oxysporum. In 
the work with these last two fungi over 90 percent of the original 
carbon could be accounted for in the ethyl alcohol, carbon dioxide, 
and mycelium, whereas in the present study the maximum percentage 
of the original glucose that could be recovered in the form of these 
three products was less than 70 percent. This difference in the per¬ 
centage recovery probably is due to actual differences in the biological 
characteristics of the organisms and not to faulty technique. 

Another biochemical difference between the three species of Fusaria 
under discussion appears in the carbon content of old mycelia. In 
Fusarium lycopersici the carbon content of the mycelium approaches 
that of a carbohydrate, whereas with F. Uni and F. oxysporum there 
is an indication of fat deposition with age. 

The course of the alcoholic fermentation caused by Fusarium 
lycopersici is practically the same as that of F. Uni and of F. oxysporum, 
alcohol and carbon dioxide being produced in approximately the same 
proportions by all three fungi. The amount of alcohol produced by 
F. lycopersici, however, was somewhat less than that produced by the 
other two organisms. The maximum quantity obtained in this work 
was 1.7 g, as compared with 2.1 to 2.2 g in the other investigations. 

No attempts were made to discover the substances that are toxic 
to tomato plants. It does not seem likely, however, that the organism 
produces alcohol in sufficient quantity to account for its wilting effect, 
as the maximum concentration obtained in these studies was 0.57 g 
per 100 ml, ami Luz (7) found that tomato plants were not wilted 
when placed in alcohol solutions containing 2 g per 100 ml. White 
(17) found that tomato cuttings were not wilted by concentrations 
of alcohol up to 4 percent by volume, but that the low molecular 
weight fatty acids and oxalic acid were highly toxic in concentrations 
of only 0.00 percent. Concentrations of alcohol of 4 percent or more 
inhibited the growth of the fungus, even in the presence of glucose, 
which is presumably an easily assimilable form of carbon; hence it is 
not likely that the concentration of alcohol in the tissues of the 
infected plant would become great enough to cause wilting and death 
of the plant. 

SUMMARY 

Fusarium lycopersici , the organism which causes tomato wilt, is 
not sensitive to extremes of hvdrogen-ion and hydroxyl-ion concen¬ 
tration. It will grow on artificial media at pH values between 1.88 
and 11 .Of). 

The range for good growth is also wide, extending from pH 2.0 
to pH 9.5. 

The organism shows a decided tendency to change the pll of both 
acid and alkaline media toward the optimum value, the final pH in 
five cases varying only between pH 4.25 and pH 4.95. 

The principal products of the metabolism of the organism on glucose 
are carbon dioxide and ethyl alcohol, but considerable quantities of 
other compounds, presumably volatile and nonvolatile organic acids, 
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are formed as well. Some of the carbon in these unknown compounds 
was determined by means of new procedures. 

The ratio of the carbon in alcohol to carbon in carbon dioxide is 
very nearly that required by the equation for a typical yeast fer¬ 
mentation. Because of the consumption of the alcohol by the fungus 
during the later periods of growth, however, this ratio gradually 
decreases with the age of the culture. 

Fu&arium lycopersici definitely uses the ethyl alcohol that it produces 
for energy and growth as soon as the glucose in the solution has 
been exhausted. That it uses the alcohol somewhat more efficiently 
than the glucose is evidenced by the slow decrease in the plastic equiv¬ 
alent while the organism is using glucose and the sudden increase in 
this ratio when alcohol becomes the carbon source. 

Ethyl alcohol will serve as the sole carbon source for Fvsarium 
lycopersici , maximum growth being obtained on a concentration of 
alcohol approximating the maximum amount •produced by the fungus 
on a glucose medium. Concentrations of alcohol of 4 percent by 
volume or more seriously inhibited the growth of the fungus. A small 
amount of alcohol (0.2 percent) stimulated mycelium production on 
a glucose medium, whereas concentrations of 5 percent by volume 
or more inhibited growth. 
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